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m u m 

10 

M¥ 9-2959 9 9 ^tfRfi, Hf B 1Slia^liSiJ M#5#£«ft£Hl 
{$<D{fM$:t$ty, bTvi)7. Integrin Associated Protein (v^IA 

15 p) *%m^z&ffi,^/ ? v-i-^fcfctDm^&mifcisxy^. %tc s #ri¥9 

- 2 9 5 9 9 9-51-^fi, ^ p — t^W-tf^ W&M&\Z-7tf h-v^£^ 

WO 9 9/1 2 9 7 311 t h© Integrin Associated Protein (^Tt h 1 
APifS ;J. Cell Biol., 123, 485-496, 1993 \Z-7 % / M^JSt/^SIS^J 
20 ^IBfo ; Journal of Cell Science, 108, 3419-3425, 1995) ^J^-fS^/ $ 

llftft/MAB L- 2#l{£, rMltt^^/n^?, MABL-1 (F 
ERM BP-6 10 0) SO'MABL-2 (FERM BP-6 10 1) SrfB 
25 .ftLTV^o 

1- 6 3 5 5 7#f±< t S I AP&%Lffi.kiT&*; ? u—j-;\stfifcfr 
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2 

ferflMlS^T/Jf h-i/^^ligt5t©©, in vitro -C#«©?H^ffl^t3 
fcbi- D -tilt, I AP^J^i-r6*y ^ n— ^/^^^^g^^F^tC^-^ 

5 £>5 0 

— vCDf^-?—, [bispecific] 

15 6— :£$(F v©^ra^-l'-7- ^^QbtbXV^ (Kipriyanov et al. , Int. J. 

Cancer, 77, 9763-9772, 1998) 0 Z.fbb\i, MM^m^mMZ^Z - £ >9 

T, ^tj^ff • E P Og£#fc**1-5 fttt: (WW 2 0 0 

0- 9 5 8 00M), MuSK^W^^ (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) & bftTV^c U5>U fS^^bLfc^ 

25 ftft(COV^te$&£te&V\ 

•t - T\ 3fcT *3S^#te_tfeMA B L - 1 *3 X t/M A B L - 2 6 ft'M L 
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5 * hfftB£^L5 5££^i&f 3fc©-efc3o 

EHiLfc 0 mmo^^ -*i2» (2ooHivtto2o©Liv 

Sfefcx *3g93#fS N (who 1 e I gG) MlFv^v- 

#^<0&gE£lfls:|i, TPG\ EPG\ G-SCFt£i?<D3zifo<D})tfWti1t& . 
^SSfe^iPCV^ttSwho 1 e©^fr (I gG) irJttt&LTSgii 



WO 02/33073 PCT/JPO 1/09260 



Hot, «*®^^fc(i«rtw^^»1-5^<irfcj:i9r 
5 0£L<te#*2~6, $^{^?^L<fi^-^ 2~4 N WtL<li#^2o 

2oJ^±(^H^V«S.t>*2o^±coL0V«^tf-*m^y^^ K-Cfc 

20 t)©«Ll/V 

L < IS, 1 o©H0V^Uffe&tf 1 oo L||Vli$£^ip-#$iF v © 

*V^\ *ft#jfcf;t % 7tf h-v^fNIk *BlfeiS3E&3$, 
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5 
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5 U ^©^^5 0 0 /oi:^5fflt^ED 5 0%iUtir^ o 

iViiHiV»*t^f I gGfO whole (J£JLT\ Wfcitt^ 

0) klt®lLXm^SX±<DT=f~*h{m (ED50jit) ^ftO^I U\ i 
10 f>K: % IS^i:^LT2{^±, &£L<fi5{£J^_k N $bt^L<l±10 
f££Ui©7=f=.X hftUB (ED50{it) ^i-t^^0^LV\ «©«3? 

^«rft5^»t'fcoT, ^«^tft{i7 h^fflSr^r-rSfcOfc* 
15 38K^*^L5„ 

fix «^ffi^^fc{i«(^^ fcte-a-t-s^^y #v Ki^u^H 

±<E>7=r=* hfftg (ED50jg) ^©H«SV^Sr 2 o^±&tfLg(V 

2 oi^±^tMb#«fc;ft{iV^&5 fc©tf t> J: < , SgE^H-fci^-rs 
20 ^©yi/y Kt^ Lt 2f^± v if^ L< ii 5^±, £b«£L<fil 
Om£X±<DT=i'=-Xbftm (ED50fjS) 4r^-f"{b^W* Ll/\ 

Tfb^J tit. *WR<D?kmjifo\Z.Wib-f, wh o 1 e(Dmt, 
F(ab') 2 | ( 2o^±, ^l<|j:2~6, ZbKftt. L<fi2~4, 

L < it 2 o(D^cm^^i^^i-5 ©T-fetbfiv 3 1 © *>-££ft<5 0 

^tz.itit^mt, mmm&mm&mKfo^m£te\<^<nmiiz^\ -at^ # 
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JB (ED50{i) %7jk1rh(Dtim*^\ 

5 ^B^fifltjia^^^^- K-rsDNA^M-t-^o 

■ 2) %m£*zmm>Lx^zmmkm&£ttfck$:mM£it. 3) i^^^r 

£t>frftot&-*&Fv kfe&L?zmm\ (fcft* ftft 

•^^^^^u^Ji-O'^-^^^^i/^^^) £7cteC 4 ~C l0 7A^^> (cis/ 
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trans— 3 — ~?-r=- cis/trans — 2 — ^.yy^ cis/trans — 3 — ^<y 

x-I/>jo t tt>*cis/trans-3-^^r-fe-I^^/ 5 e<!f % ) T*£>5 0 

#38 K ji * rt v »M * fc ft « tc^i- zftKoytfyptm 
^i-5*5Sf-efc^«v^j:5tj©-et «fcv^^ #£L< KMftft;, tnMjf, F 

15 (a b) 2 Xfi2flfi©gfe^^T-fc5i, 2ffi'<Dfc#<DWkLXte, F (a 

b) 2N lO©H$Vig#Xr*lo<Z>L&Vi!B^&-£tr— #g(F vO^T-UJi, 
X^2 0©H^VW^t>*2o©L^V^^tp-«/KU-<^ Kj&* 

*ISW03fe^flsfi*fc % ftft (0IJx.fcfx MABL-lW, MABL-2& 
^ 12B 5fctft, 1 2 E 1 OtiifcftZ) ©LiV^OTKV^^, 
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Unono-specilicJ Bfc&tfcfr^k* (bi-specific) efc^tt^^fi 

(multi-specific) Sllifrt'feot t> «fc V\ 5 # W homodimer 

hP^zK^^gft, G-CSF^^ SCF» EGFS 
&flc % I AP (CD47) t£¥) CDM^it, mono-specific &^fcfcX& 5^ t 
tmtL< s ^-TS^^ heterodimer LT^^/^«rt{-{5ii^^5 
S^ft^HP OfctX-tf, I L-6g£{£, L I F||ft„ 1 L.-l 1») (Dm 
10 -g-fi, bi-specific &&^£t£M*£f £ tV\ heterotrimeHb UT 

•^^'•tyV^«rt^at$tL5§:^^ CNT 
Fg£tt> OSMW) tri-specific LVY -fi 

#M14©-##ilF v^^-(75»#?£^ fc<t^^W09413804^tiIJ; 5^*D 

©Hivwo'/xiit h^^*^L^vW-efcS^trLfr^Mi-5 0 k 

I^MiSOHiViTOLiVW, ^iJ^^WO 9 9/1 0 4 9 4^#^ 

■So 

h-^y ^ P-f ;^LiVfJg©7U'-A!7-^«Jjj (FR) £ k h^^dt 
25 fLiij^ (0i]x.f£x 7 5>K £v\ k^v\ fvu&if) (D^y ^ n—j-ju 

faW-V) L^V^S^C7)tiffit4R^0^ (complementarity determining region ; £i. 
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U±<%)XfoZ> 0 
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f4 N ^.yxu-ti^y (EPO) hoytftf^f-y (TPO) 

wsL^vL^tmm^ (g-csf) -??P7T^-i?*n^-mwLm 

=f- (M-CSF) lt^^n7 7-^P^$lJI@f (GM-CS 

5 f) s^fls, mmwm* (tnd -y^-p^^-i (il- 
i) g^tt^ (il-2) 

(I L-3) g^fls, ^^-p^=¥>-4 (I L-4) -<^-p^ 
=¥^-5 (IL-5) ^^<?-P^^r^-6 (IL-6) g&ft^ 4 y 

5 — x24-*r^-l (IL-7) » (IL-9) ft 
10 fl£ % -O'? — p^dr>- i 0 (IL-10) ^^^-11 

(I L — 1 1 ) S^fa, -f^-P^*-^- 1 2 (IL-12) S^ft, -O'* 

(IL-13) g^fo ^^^-15 (IL-1 
5) -f^-^P^-a (IFN-a) Sift, -f^ — 7^p^-B 

(IFN-6) S^frv -YV^-73ip^-y (IFN-y) 
15 (GH) i*'* JJ ^g&ft, ikf»«iimH^ (SCF) Sl^fts jfDL 

mn&ffim=i- (vegf) isiwi^ (egd 

figsH^f- (ngf) mmw^mm^ (fgf) j^ms** 

JtJiiia^- (PDGF) h7^7^> ^^liJfiH^-B (TGF-6) 

eiiDL«®*iajhH^- (li f) gigft, %mft#&%mm* (cnt 

20 F) ^V^-X^^M (OSM) g^fciVNo t ch77^ U-S 

iBBflart^i LTf4, tfiJ;UfTAKl £TAB l^W*bft3 0 TAK 
. l^TABlit TGF- j3 (D^i/^/W5ii^T'^ U ^rn^v- 

25 «S*BJI&T*fi x -?:C5li5il4:#|]ft!|^-5TGF-5 0S^^^ s *)!3.s TGF-$ 
KXZisy-r^tf&mZfot^^v Z<Dltlt). TAKliTABlMtSl^ 
«t <9 v^vu&fc&L? SQJc^flsfi, TAK 1 /TAB l(e:^LTT^= 
*x 5/ * tflsffl LTTGF — 5 i/^^Sr^1-5 ^ £ #T*# 5 0 ' i 5 ft* 
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11 

ffl-T^te^H-^E 2 F*t^e*W-:feS«fctfE 2 F/DP 1 p *W v-j&SSgtf 
t5«»MLT73'=7 hf£/B£^U MIS 

io ^t5¥fei it, m%.&. mmmmmmifezft-fz^y^ k (m^pegeiin 

Penetratin & if) ^rf\i"A0i~5 £ t (Martine Mazel etal. , Doxorubicin- 
peptide conjugates overcome multidrug resistance. Anti-Cancer Drugs 2001, 
12 N Dcrossi D. et al. , The third helix of the antennapedia homeodomain 
translocates through biological membranes, J. Biol. Chem. 1994, 269, 

15 10444-10450.) <D&&fafc%mfaft sterns ttf^m-vtoz,, 

20 fo^y^-tifeo-CU^U rh7-7- 

•?ti<D*i) *-?>-X'boXt>&\t\ Mx.it, ^y^nxjf^^^S:^^ hoy* 

^-v—£^j&U IL-6S#, LIFSIfls, I L-l lS^li^fP 
^ W b, I L-2|:t^ CNTFf^ OSMS^Ii^fcF 

0L^V«^r2o^±-irtp o bTIi, jfSKiiioo 

HiV WO' 1 O© LiV«^tP-*iF v v-Xli 2 OtDHiV 
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5 -oxfcm^i&G-tZo 

20 K (S^^fctt^^^ig^Bi-^-f-SSSK), *fcf*l!irfBg&«4>L<f*iRB 
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!ljffl£&£MM (cd r) 

5 t£fc^S*$ (CDR) M£ Dii^ftTV^ (Rabat, E. A. TSequences of 
Proteins of Immunological Interest] US Dept. Health and Human Services, 
1983) 0 

fffIB4f@W^U-A!7-^« (FR) ©^<©g|tfHi B-^- HS3g&£ 0 , 

mi£V^tt^«F§^ % ^LTM^^-r^0 3f@(7)CDRi:*«^^{5i 

^Ig&cDgJE&T 5 / i: Sri^tS - £: K £ oT, Kabat, E. A. Pj, 

15 TSequences of Proteins of Immunological InterestJ ©^ItllJ^ib.iLtfcil - ^ £ 

V®«Sr^tp>i?U^^K©^y-7^-cfcl9, #e>*i3-#8HF v fife 

y ^ n-^/uK^tlwi-oMtt^tortrCJ^^^i-?, (^i^i 1-6 3 5 

isa) -i-5-i:^-e#5 0 *$8W©--#£f v «t5Hiv«t;Livis 

«] - [LiVfW, [LiV«] - [HiVii] ©V^-Cfc«fcV\ * 
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[HiVf«] - [LiVfi|] - [HiV®«] - [LiVfi] 
[LiVfil] - [HiV«] - [L$V^£l - [H^V^] 

y 

e^i^ia t)iAL#5ftt©^^f Ky ;m^fb#t/y 

$J;U£, Protein Engineering, 9(3), 299-305, 1996 iLf^Tjk y ^^7 — £ji 

Sex 

G l y • S e i 

G I y ■ G 1 y • S e r 

S e r • G 1 y ■ G 1 y 

Gly-Gly-Gly-Ser 

Ser-Gly-Gly-Gly 

Gly-Gly-Gly-G]y-Ser 

Ser-Gly-Gly-Gly-Gly 

Gly-Gly-Gly-GJy-GIy-Ser 

S e r • G 1 y • G 1 y • G 1 y • G 1 y • G 1 y 

GlyGly - Gly - GlyGly - Gly Ser 
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Ser-Gly-Gly-Gly-Gly-Gly-Gly 

(Gly-Gly-Gly-Gly-Ser)n 

(Ser-Gly-Gly-Gly-Gly)n 

or ^ y^T'fea^W^ uv\ 2oj^±©Hlv»i;2og±©L|vli 

^^^tf-^«^^*5V^T(t, [HiV«] - [LiV«] (Xtt [L 
sHV^] - [HiVli]) ^b^a[5]-©«^M^M-rS 1 bW[S]±^ 

10 07 5 7^ ^f,«Ktt3~1875/t-C'fc5„ 3:fc x [H#|V«] - 
[LiVf* Cm [L^V«] - [H«V^]) 

75/1, i!ftb<li3~3 075y^ £ b L<li5~207^y @§T" 

fc<5„ rt^boy ^^-^2gAi-5^ifi*l§i^oM^^^- KtSDNA 
15 OfS^&^tft^&V^T^^ 

«0^^jBtj-?,jb^^y (fb^M) tes ^y^'Ko^ffimiiflff 

^V^tbTV^^WPK fijxtt'N-t Ko^f^^^W? K (NHS) 
v>^.^ v-W 5 vvW*-<U— h (DSS) N If* (*/i^;* ? -✓'W 5 v 5 ^) 
V— b (BS 5 ), v>^t*;* (DSP), v 5 

20 ^^tf^ (7.;^^^ ^ v^y^n t 5 ^- f) (DTSSP) V xf i-y^ 

y n-/ut> (^^ c f.) (EGS), ^^lx^^'y 

(^^U*^.^ v-^^ $ v^yu^.^ h) UM-EGS), v^^v-W 

(DST), v^/M^;*^ v-W % -J;V : M^6W&. W-DS 
T), [2- (-X^W? Kt^-v'^/U/K'-^^rv') ^.^yU] 

25 (BSOCOE'S), t\X [2- (^.yU^:^ ^ i> W 5 \: jr*ci/ j\,$-4<- 
i/) (7;^-BSOCOES) teb*X*h<9, ^fhb(D^^M 
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* J ^-^mm<Dmn^X\ 2 0%^ ff^L<!450%^ 

V&bth&o ~*iF v(DMt LX\ MAB L - ltaft, MAB L- 2fcfo 
10 L|Vii^tt5t©^MABL 1- s cFv, MA 

BL 2- s c F v tir& 0 2o©H0V«Rt>*2o©L^V^^tf-*0 

^£^1-5 t>CO^MAB L 1- s c (F v ) 2> MAB L 2 - s c (F y) 2 ^t5 D 

15 &ffiw.'tz>m&te, ^(DN-j£m^y7^^zf^v*m\\-fz>^bMx%z> a 



20 Sr^-Ki-SDNAXfiff^-^^y^T 0 ^ K£=>- K1"5DN A£#5i& 
g^fc^o ^fjCDNAtt, tfiJ^ffMAB L 1 - s c F v , MAB L 2- s c 
F v, MAB L 1 - s c (F v) 2 WX(iMABL 2- s c (F v) 2 C9^[dtt 
MSF v**(DH^V^l»t>*L0V«^^- K1-<5DNA£H^T, XteCl 
tbb^DNA^ilMi: U ^Ol?iJrt©pjfI©7 5 y ^1B?IJ£^- Ki"SDN A 

25 ^©W»t?)/7^-7-)Pt^V^*y > 7— (PC 
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17 

lffift, MABL-2»i^ MABL- 1 ffiftf* k ML#l&t>* Y 1 
M U MABL-2^ttKlLiWY2ai©Hi^tt5^iPI?J 
TWeiftoTV^ (Wll-6 3 5 5 7t) 0 (tulBMA B L - 1 ftftROVOm 
10 MABL-2^<DH0Vng«I> < L0V«^='- Kt5DNA^PCRtt?r 
ffiV^Xi#if>S-^S f*. Jones, S. 1. Bio/Technology, 9, 88-89, 1991 ^fBft 
£ ;ft,T 3 y 7 -r- 5 - <t -C # 5 o 

P C RS^ffl 1/^TMA B L - 1 RftSO'MA B L - 2 $t#0 Li V« 

15 %V \y^f-^y-(-^-^±^(DX ?^&fetZ> a P^^LT, MABL-ltrC 

©JPS^H i n f I ^0W{4Mf*-tSia^JG AN T C Sr^W U t UT3' 
20 ^7^-}«©5' -TfeM^^fltlJPISl^Xnia I #-^5* ^ W 

^-f - CCCGGG^ftSt)© b X V ^ 3 „ offiiJisas^lSf 

#^121+ ^fcPCR^7^"7-^ffl^t, MABL-1, MABL-2tt* 
25 ©&V«£=3- K-T5 c DNA£^e>©5' -Rtf3* -*S£K::fe5^Ti$S& 

z a kia^iJO^A^J: tJfiM^&Jbtf' 5J: ? fcl^avc^a). -tub 
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(^-fy^^ — ^m^X PCR^J; i^ifig LTfeMAB L- 1 , MABL-2ft 
fcV&vm®*, ffiM<Dh hC^£1-TiC^W-f5HEF^^*~ (WO 
9 2-1 9 7 5 9» |:#ALfe, n-y{b£ftfcDNA©|fi»£teffii 
©fttfc, $jxJ^ ' IftDNAV- ?^y-f~- (Applied Biosystems tfcSf) 

^ej^&^&Ki&v^ V^*-. mff^T^Ky ^^tetoiM- 
10 g©7 5/ SSEBB?U*J «k W $ £ =£1" 5 ^ -f^- K y V* - & a - R-T 6 D N A & f£ 
filci-5ii^T?#5„ ^LT, ^DNA^LTHiVWO'LlVTOn 

K1"3DN A&#5 5 0 Sbfcs 1 o<D«#l#£ = - K1~ 

15 -^©^y-Y-v—^^H-L, rfr£Jlv^PCR£||;!t1-;ft«:, BrSO^^K 

y v#-£^i-5&«&3my ^#^£^£ftv^gffitt&=i-- k-tsdna 

«^^^^6^»<Z)^V^«, Sato, K 

b> Cancer Res., 53, 1-6 (1993) £#RB<E> ^ i ) ^fflV^Cl He iot, t M 
20 {bi-S^t^^T-fcUs fit h^jb^^fc^V«^^- KtSDN 

AaSf£JK£*L*ltf, t Hlk-*«Fv, t hg!{b-#g(F vUlrJt, t 

35<7)DNA, fi»JAfit h©tfls^5fe©^V^S: = -Ki-5DNA=S:#5^i:^ 
■C#5„ fUbtWcDNA^^T, fiil©n$¥LKjfe, #{£t h^i*©HiV® 
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*&m<D&&fofc1>K -fi#^tt (bi-specific) &£#tft-efc3J§'g\ &to(D 
Wz.lt. W09413804#&$ftfcia$©;fcJfc) K<fc fl^SH" 5££#-C#5o 

5 . EJLb©J:5fc:* gift v^i$, t Hft3Sc»o4lv 

15 0£L<teCHo«-ejt£-f3i§£\ ^MMxf£ffl#j&-#il 

25 ^m^tbSo 

$J;tlf, k h • 1M M#P!7-f/W2. (Human cytomegalo- 
virus: HCMV) wiM (immediate early) 7°n ^— -£l£ffl-f L 
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V\ HCMV^o*- Z-^^l-ZmL^W-om^^ HCMV-VH- 
HCyl, HCMV-VL-HCK^oT, PSV2 n e o(;i*t5^7^ 
^ K^^- (HBR^KI^W0 9 2/1 9 7 5 9#BS) ^^^tb6 0 

^5 7^^/^ 4 0 (SV4 0) 7fe<^C9^^^^'7 ,, o ; e^-^^- J ^b: 
h • zKy^^Kf-a: 1 -^ • ^n^— -;y 3 y-77^^-la (HEF-la) 

^^Sr^1~ 5 Mulligan, R. C. (Nature, 277, 108-114, 

(1979)), £fc, HEF- la-fv^—Z^-^&m-tZWi&tes Mizushima, S. b 
COjjfe (Nucleic Acids Research, 18, 5322, (1990)) ICtfcx.ffSS^fCl&fe't'S 

IgSHfiK (or i) t LTI1 SV40, ^U^-— TfJVJfl' 
^ s (BPV) ^(D*5l5©or i &/BV>3 % $ 

b^^^^-fiStR-r'-^-t L-T, ^*.h7^7X7-fAPH (3 
') Il&^fil (neo) f-^^y^r^— if (TK) itfi-?, *J»lS 

^tyfy-^7 = y*^^!JjS^h7^7X7^ (Ecogpt) iifc 
^ i^t Kn«il7C^ (DHFR) mB^ZHttZ. k&X-ZZo 

±ifi© «t 5 fcfftfc Lfc^^ftWirCil^^tt^, t> v^-Y ivy 7 y.-fe>T (R 

i a), mmffl&mftft&wfefe (el i sa) ^fcfi^ffiy^x^^^ps^^nE 

fHftiffc/Bl/^o OTs 0iJ^(iMAB L- ltftfls, MA B L - 2 Id fi 
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in vitro T'^V^^/HSii^M (MABL- lft^ MABL-2ftfr© 

in vivo ^X«^f*^t H IAPWt^I^ (fljx. 

10 f^M A B L — 1 MAB L - 2trCf$£^©&«f£) * 7 b ^^fliS^ 

15 Miiaotiits, 

JilB^ In vitro 3=fc« In vivo ^©MitSSfefc «t «9 *^<£&M#£^ V - 

20 jf%W<D&mji'fcte, 2oJ^±(DHmv«S.t> , 2oJ^±^L0V^s 

L 2-4, 4$fc:#*L<«:#* 2o-£tf<btf>T?fctK l^HivW 

^t/2o^±^Lmv^^5ii|itLfc-*0^y^7 P ^K-t:'feS D ;:©J:5ft» 

#3S$<A3fc35#i;ftf** (who l e IgG) t Jfcfe btif^i^ 

FW» tiffiv^ti*Wi-5c Z<Dltit>* *&W<D&$ffiifc<0& 
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L-l, MABL-2^M4t5M^U K— MABL-lSVMAB 

fSBf («fto< «m3C-T@ l#3-^) tc, 1 9 9 7^9J3 1 1 
»^FERM BP — 6 100s FERM B P - 6 1 0 1 t LXmU^r 

20 i££tircv^ D 

HJSfiJl (t h I A P (c^f 5 v ^ ^ y ^ n - t/i/^© V ii^ 3 - Kt 
5DNA©^ p — >^b) 

fc H I APt>Ptt5-7!)7^y ^p-t;^MAB L- 1MMABL-2 
25 <DS\mm>*^- KtSDNA^ftCJ: 5(-LT^ P-^bbfc 0 
1. 1 ^yty-^-RNA (mRNA) g>ggjK 

^^!) K-7MABL-lWMABL-2^6<9mRNA^ raRNA 
Purification Kit (Pharmacia Biotech |±®i) ^^TilLfc, 
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1. 2 Z^jcDNAOM 
3$ liigtDmRNAJ; <9 Marathon cDNA Amplification Kit (CLONTECH ftSU) £ 

i. 3 mfc^mmm*^-\?ir%mte^-(D?cRmz-iz>Mm 

5 Thermal Cycler (PERKIN ELMER $±M) £fflV^T P C RfeSrfToTto 

(1) MABL- 1 L^V^^r.^- Ki-^itfe^gDij^i 

5M2*W§-: 1 ^^-rT^y^-yy^^-l (CLONTECH *±®D , RX1-?V*D 
V^L&Cm&Unt^-J'y ^XtSSaW^ : 2^1"MKC (Mouse 

10 Kappa Constant) 7" 7^^- (Bio/Technology, 9, 88-89, 1991) £fflWc 0 

PCRM50iil(t 5n 1 1 OxPCR Buffer II, 2 mM MgCl 2 , 
0.16mM dNTPs (dATP, dGTP, dCTP, dTTP) x 2.5^- 
~y hCDNA/f!) / 7 —if AmpliTaq Gold (1^± PERKIN ELMER ttSD> 0. 2p 
MOS3?lJ#-5§- : 1 ^i-T^^^-^y-l'-v-t 0. 2 nM<7)IB?lJ#^ : 2 fc^-f- 

15 MKC^^^WMAB L - 1 tol*|cDNA O.lngSr^fU 9 
4^©3!J8l|ifi££T 9 LXMZ 9 4°C^T 1 ^i, 6 0°C^T 1 ^fflRV 

7 2°C^T1^2 0#f B ^ i©HIff-eiP^Lfc D ^©?&St^^^3 5M 
SJ^^^^3E^7 2°C~ei 0^Fb1»L/c o 

(2) MAB L- 1 HlVt«^3- K-T5 c DNA^jjM 

20 PCR©fe^0^7^-7-ir LTSB?IJ## : ll^fTW-^^l, 

& Officii ^ : 3(OTtMHC-yl (Mouse Heavy Constant) .^y^-r — 
(Bio/Technology, 9, 88-89, 1991) £/BV^„ 
cDNAOltfllfi, 0. 2pM©MKC^7'fv- ©ft*3 ?) (-0. 2pM©MHC 
-Yl^7^-£Jl^TfmiLfc,££|&^T, ffliai. 3 (1) [Z&^XLMV 

(3) MAB L- 2 LMYMM^EJZ K±5 g DNA^jjH 

P CR(Dtcib(Dy94^-t LTlB?iJ#-^ : 11:^7^-^7^-1, 
I^Sa^iJf f : 2^1-MKC7°7-f-^-£fflV^c 0 
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c DNACD^IIH, MAB L- 1 ^3l5C9~*^c DNA 0 . g <D{Xk> <9 (CM 
AB L-2toZ*|cDNA 0 . g tm^X^U Lfc,££|&V^ HufB 1 . 

3 (i) ^jav^TMAB l- i Lm.vn^M{n^(Dmfm^y^xmi^Lrz(Dtm 

5 (4) MAB L- 2 H^V^^ J- c DNAfDijil'l 

St>WJ#^" : 4(^fMHC-Y2ay7^-7- (Bio/Technology, 9, 88-89, 
1991) £JlV^c 0 

c DNA©i|i|iI(i, 0. 2pM©MKCy7-f-7 l -i7)^!3tO. 2uM£DMHC 
10 - Y 2 a ■7 : 7 4^^*%\'^Xig^Lfc&Zm^X, fulfil. 3 (3) K&^-CLiU 
V C75±| *g o V ^ Tlfitt L (7) £ [1 <fc 9 ft o fc„ 

1. 4 PCR^E&t^iltM 

MIB^J:5f-tTPCR)!fe^J:i9i#itiItyc:DNA^f>i-^QIAquick PCR 
Purification Kit (QIAGEN %M) ^J^T^U ImM EDTA^tttS 
15 lOmM Tr i s-HCl (pH8.0) KfeffiLtc, 

1. 5 m^MMM&^L 

±M<D J; 5 K LTff M LfcM A BL-l^^^y^I L M V^S: => - 
K-rSJtfe^•^^•^T^'5DNAif>^ r *^] 1 4 0 n g&pGEM-T E a s y^< 
(Promega |±M) 50ngi, 3 0mM Tr i s-HCl (pH7.8), 
20 lOmM MgClj, lOmM m^WH/K ImM ATPM3a 
^■•yb T4 DNADM (PromegaftfO X\ 1 

5 °C ^ T 3 H^P^^J]^ t fc„ 

^) 5 Ojin^p^, ^LT^cO«^7k±-C3 4 2°C^-Cl£f^LT 

25 M±T'2^f|§tLfc 0 ^V^T* 1 0 On 1 CO SO Ci^rirJ} (GIBC0 BRL&SSD £ 
JPX., 1 0 Ojig/m 1 c7?Z>'fc 0 v'y ^ (SIGMA ^ttt?>LB 

(Molecular Cloning : A Laboratory Manual, Sambrook b> Cold Spring Harbor 
Laboratory Press, 1989) »^itil±^ - ©^M^'W 3 7°CKT«ig 
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^miW&fefc*:, 5 0ng/ml (D7^t° f y ] ) y&^-fZ LB*&*i!l3m 1 ^ 
T?3 7°C^Ti^«#L, ^LT^ro^iW^ QIAprep Spin Miniprep Kit 
(QIAGEN ^m^^X^y^^ KDNA£P^Lfc 0 

mvmu*=i- Y-r^mni-^^-r^-fy^^ k^pgem-mil^^l 
It. 

10 p;GEM-Ml'H^Lfc, 

- K-rSit^^^-t-^y^^^ K&JftillDNAlfr^bfl^U p GEM— 

3;fe, K— 7MAB L-2fd*3l5i-5^^^H0V^isES:3— Ki"5 
15 3fie : PSr'^W-f57 p 7^5 KSriitSlDNAWf^^bf^SSlU p G EM— M 2Hi: 
•^ife Ufc 0 

«0ij2 (DNA<£>M@fl?lJ<D&£) 

piaco^^s: Ktf© c DNA3 - Ki«©ilSS?iJofti£ii, SKjdna^ 

— ^-yf-— (Applied Biosystem |±M) XtfABI PRISM Dye Terminator Cycle 
20 Sequencing Ready Reaction Kit (Applied Biosystem %kM) £rfflt/ ,, T > — 

7°7* 5 Kp GEM-MI LlC^tlS^^MABL - ltrCft;^L0V^ 
Sr = - Ki- 5 it^Oi£gIB?iJ £IS£iJ## : 5 tc^-f „ 

^7^5 Kp G EM-MI Hl:^^5^^MAB L - lftft©Hi 

t.1t, /7^5 KpGEM-M2Li:^*tb5-7!>^MABL-2tftft(DLi 

£/c, K p G EM-M 2 Hl^t !?^MAB L - 2 ^OHi 
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£1&ms (CDR«) 

4 A V-V WWi^> <Dm*l$m$L, iP^tg^tt^:^^ (CD R) 

TV^rt\ C D Rf^7 5 / W©f (Rabat, E. A. 

£> N TSequences of Proteins of Immunological Interest] US Dept. Health 
and Human Services, 1983) 0 

10 7 5 y WSSSM ^Kaba t J: !? fBKl £ ftfcffift© 7 5 J mm (Of 

-^-^fCfoTte*. ffim^ZM^Z)^ tK £<9 CDRW^ll^D< 



15 /7^^ K IBffJ#-*§- CDR(l) CDR(2) CDR(3) 

p G EM— M 1 L 5 4 3- 5 8 7 4-8 0 1 1 3 - 1 2 1 

p G EM— M 1 H 6 5 0- 5 4 6 9-8 5 1 1 8 - 1 2 5 

p G EM— M 2 L 7 43-5 8 74-80 113-121 

p G EM— M 2 H 8 50-54 69-85 118-12 5 

20 

n-yfkc DNA(Om^(0-mn 7MAB L- ltfht$RXf* 

* 7MAB L- 2W,fc(Ofe&)) 

4. 1 7MAB L- lM&EM^S2JLzMiM 

25 MABL-lLWHiV^^-Kt5cDNA7P-^pGEM-Ml 
LXO?pGEM-MlH^PCRSia!)|i|U;. tLTHEFM^^ 
(irAWiW0 9 2/1 9 7 5 9#fiO L7c 0 
L0V^I^7t*Otfj^y7^^-ML S (@B3W§-: 9) &t/H§IV«c£ 
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fc*!)©i^7>fv-MHS (E^lJ#-^: 10) fi % ^©v^*Soy-^-BB 
?totD]^ ^ ^ Kt 5 D N AlC 7' !J ^ X l£o K o z a k ^ yf-^gB 
?IJ (J. mol. Biol., 196, 947-950, 1987) RTfH i nd III $UP5^«^W 

5 11) RXlHmvm^i(D±^(D^^y^-^-MHAS (gB?U## : 12) fi, 
J^O^^n- K1-5DNAia^JtC/N^^y ^XLlo^^^^ K7— 

PCRiilOOnlli, 1 On 1 © 1 OxP CR Buffer II, 2mM MgC 
1 2 . 0.16mM d NT P s (dATP, dGTP, dCTP, dTTP), 5 

10 ZL-y KPDNAJtfy * 7— if ArnpliTaq Gold, 0. 4vM?0<D&77 4 % 
SO'8ng©ilDNA (p GEM— Ml LWp GEM— M 1 H) £r^f U 
9 4°C©W?^^T9^^^LT^^9 4°C^Tl^-r B ^ 6 0°C^Tl£f H m 
t>*7 2°C^T1^2 0#ffl N ^<D|l|j^«L7c D :©J&gt^^3 5@S 
mLfcl^ S/^?1^^S^7 2°CT*1 0#P«&L/c o 

15 PCR£65o»QIAquick PCR Purification Kit (QIAGEN M) Sr^TJlfM 

U Hind III&tfB amHI "CyPHbU ^ LTLSiV^toV^Ttt, HE 
'FM^^^HEF-k^ HiViitO^TttHE FM^^ ^-HE F 
-Y^-ttl-etl^n-n^^LfCo DNASa?iJ&^f£ N jE LV^DN Alfl?!]£rW 
-t-SDNA^^tfT 0 ^^^ K^WMEF-MIL, HEF-MlHi 

20 #£L7t 0 

4. 2 ^ 7MAB L- 2ffift3§3l^ 

c DNA(Df^g(jiS.t>*^ D-^y^fi s p GEM-MI LRUp G EM— Ml H 
Oftl?t)(CpGEM-M2L&0'pGEM-M2H iriSD N A |C L fc^ ^ 

25 DNAfB^iJfet©^ IEH/>DNAiE?!ISrW-*-SDNAWrJtS:'&tP7 p 7 

*5 K£^3vetLHE F-M2 L, HE F -M 2 H L7c 0 
4 . 3 C O S 7 &B^<7)itfc^g A 
^r^7MABL-l Wtf^r^ 7MABL - 2 K^-^"^^^^-^ 
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(1) ^^^MABL-l^QAfi^A 

HEF-MlLi:HEF-MlH^^^ Gene -Pulser 3£tt (BioRad It 
m £ffll/>T^^ Fn^W-Vayia^ COS 7iftj|&fc|^lWKte&bfc 0 
5 #DNA (lOpg) PBS^lxio'»/ml©0. Sml^a^^h 
^Px., 1.5kV, 2 5pF'<0&£fcT^*£-£&fc: o 

1 oyoOy-^o^y ^ D-^VfeMS^ttSDMEMjlft (GIBCO 
BRLttM) Mx.fc 0 7 2B#rai§*©^ &H±tif£il£, TM>bftMK£*)m& 
10 5Sit^^*LT|H]«#±?f^|tfc D 

(2) fr^MABL^ffifttPjttfe^A 

7MAB L- 2trH^B^(DmA^ HEF-M1 LiHEF-MlH^ 
??—(Dftt>'9 CHEF-M2 L £ HE F -M 2 H^<^ 9 — V^fc^&BfcV^T, 
fl(flB4. 3 (1) mfB^Lfc^irlRl^ftfCfc 9 CO S 7M^!«Rfc&U 
15 HUE^H±^Sr^fc. 

4. 4 7p^N fc y ^ 
ftJW^©il££&iffljfc-f-3;fca!\ mifBCO s 7»TO^ffl^t7 p— !M 
h jJ-^fTofCo t h I AP xfrJblHmifcftiL 12 1 OfflKft' 

4xi 0 5 {@^ ^7MABL-l»^l^fcCOS 7«©i§#±?ffc 
20 7MABL-2»^^7tCOS 7 ffllj§&©#g±ffrfc 5 

>hn-;^LTt hi gGl^ft (SIGMA fcflPx., tK±K:-C^ 

-v-3^t>*»©m, F I TCffiSlLfctfifc h I gG» (CappelM) 
x.fc 0 -f^draL^— ->a ^ROtjfc^©^, FACScanllf (BECT0N 
DICKINSON K:T3bfc3ftSr£S!]£Lfc 0 
25 ^7MABL-lKfrM' d r^7MABL-2j5Lto t F IA 

1 2 1 O&Mc^tel&^L/c^UlJ; "9, £fte>©^ 
toW^^y ^ o— j-/^f$MAB L- lM'MAB L- 2©W^©Vf 
^©lEL^M^^-rSCh^BJb/i^^ofc (I2I1~3) 0 
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mmm 5 mm&MA bl-i ^ii;s»a b l - 2 f v 

( s c F v ) ®«©f^K) 

5. 1 SMMABL- lffift-vfrffiF v cDfEM 
MMABL-l^#-*iF v £/£<^f {cLTfl^bfco W»ABL 

5 -lttfoHmvm^ !)>*-m&, Ri?mnj&MABL-im$Lmv$m% 

^l^PCR££^Ti|i|igU iifel-^CLt^J:?), S«M A B L - 1 ft 
ft~#$(F v Srf^»iLfe 0 £©;£&£|g4 K^tt^l". SifiioMABL-1 
ftf£-#g|F v©fftft©fc*fc6te©PCR:7 P 7^v-- (A~F) Lfc„ 

10 .-fe>^ffi^JS:^ri-5o 

H^V^(75fc460mi^'7 B 7'l'-^ — VHS (^^^^A, IE?!J#^- : 13) 
ft. Hi V ti© ^ ^ Kt 5 D N A t ^ y y ^ X LION c o I M 

HAS (^y^v-B, mtm^r: 14) (i, H^V^©C«^ = - 
15 DNAlW^U^XLIo!) l/*-t*-^~-y y^Z> «t 5 ^iSfftfCo 
U^C/c^i^^v-LS Ifi?U#-^: 1 5) f± % 

y ^^-©n«^3- K-rsDNAtc/N-ryy ^xiioHiviiiwc* 

i^7^^LAS (^^fv-D, ia^lj#^-: 16) y ^*-OC5feJffi ' 
20 Kt^DNAtWyjj ^XLloL|V»N*«^3- K1~5D 

N A t y v y-t 6 J: ? ^mi L fc 0 

L^V^C5fc*©ff^7^^-VLS (^7^-7-E N |2^J#^- : 17) 

25 fcftro^^v-VLAS-FLAG : 18) it, 

K£ = — K-f~.56B?!l (Hopp, T. P. Bio/Technology, 6, 1204-1210, 1988), 
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m-PCR^|5gtCjoV^T3oOS)SA-B, C-D2fctfE-F&fTV\ LX 
# P C R^^4rltSl L/c 0 if- P C Rfl» P># bftfc 3 o<7) P C R&m&Zft 

SMMAB L - l^-*iF v KtSMDNA^iLfc (H~P 

5 CR) D ft*5, i-PCRm^it SMMABL- ltrittH#V.ig*£fc=i-- 
Kt-57°7^5 KpGEM-MlH (HWJ 2 N G 1 y G 1 y G 1 y 

Gly Ser Gly Gly Gly G 1 y Ser Gly Gly 
G 1 y Gly Ser (lfl3W§- : 1 9) tf>P>ft3 V ^HsUS^*- K1"5 
DNAIS^IJ (Huston, J. S. ^ Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
10 1988) ^^5-/7^U*pSC-DPl> SOTttMABL-lSflsL 
#V^J$& = - Kf 5/7^5 Kp GEM-MIL 2 -tttl-Z 

%— PCR»|«5 Oji 1 fi, 5p. 1 ©1 OxPCR Buffer IL 2mM 
MgClj, 0.1 6mM dNTPs,:2.53--y b©D'NA*!l^7^ 
15 AmpliTaq Gold (J^_L PERKIN ELMER ftMh 0 . 4pMl" 0<0&-?y4 v^Rtf 5 n 
g04ilDNAMU 9 4t©Wfi^T9»Lt*r9 4tia 
l#fBK 6 5°C^T 1«I>'7 2°C^X 1#2 0#fHk ^ <^HII^T» L7c 0 

20 P C'R£j£feA-B (371bp), C-D (6 3 b ph &tfE-F (3 8 4 

b p) &QIAquick PCR Purification Kit (QIAGEN ^±M) SrfflV^TfilSiiU H~ 
PCRtTyt^/Hfe. IZPCRCJb^-C, ii^Ul2 0ng©i- 
PCRMA-B, 2 0 n g^PCRil^ftC-DRt/i 20ng©PCR4 
J^feE-F, 1 Oil 1 ©1 OxPCR Buffer IL 2 mM MgCl 2v 0.16m 

25 M d NT P s > 5^=y h<DDNA^U ^ 7— if AmpliTaq Gold C£l± PERKIN 
ELMER M) ^*-f 5 9 8u 1 ©PCRlM^ 9 4 0 C^>WM^T8^ 
^LT&tC9 4lCtT2^IS, 6 5°C(CT 2M0 7 2 °CKT 2 #Pe1> -^11 
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^-ARVF &lNz_tc 0 LT.9 ±X,<OWmM\ZX 1 ftffi* LXfcfc 9 4°CM 
T 1 6 5 °C^T 1 fimRXf 7 2 t:iCT 1 ft 2 0 30>W, ^ U 

t©M-9-^T^^S:3 5Hljx&Lfc&, KJftil£4&Sf 7 2 °C^T 7#Pb e » Lfc. 

H-PCFUCJ; «3 ^C^t 8 4 3 b p G9DNAl#rJf Sr^^U N c o I RXfE c 
o R I T*$HbU ^b^fcDNAWit^p SCF VT 7 ^ * a — 
Lfc 0 ft:ib\ ^-pSCFVT7 fi % TvIFffe"^ y X^M^ 

tltSpe lBv^^/UlB^IJ (Lei, S. P. J. Bacteriology, 169, 4379- 
4383, 1987) Jt^hX^h* DNAE»^©f, SMMABL-1^"* 
v(DIELV>7'5;y^ia^J^^-Ki-5DNA|!Kfjt^tfy7^5 K£p s c 
Ml tft^Ltc (H5^#RS) 0 Kp s cMltC-^^tbS^fiicMAB 

l - 1 mfo-*mF v ©ifiSiB^Jst^r 5 j ^m^'mm^ ■. 2 0 \^-r 0 

Jfcfc. tfLSj^MtCTSt^MAB L- 1»— ^F v SrlS^-fS^ * 
-<HftSH-3fc«\ P s c.MH^^PCRit(a >9«L7c 0 
nfcDNA»fJtS:p CHO lM^^tlALfe. #$8^<**-p 
CHOlIt DHFR-DE-r vH-PMl-f (W0 9 2/1 9 7 5 9# 
m) frbs EcoRI^Sma I ^k^i 9 ^itfi-T-^fi'JI^'U EcoRI 
-Notl-BamHI Adaptor (£i@afe&«!) Srit^-*" 5 Ct X V 

3-Kt5DNAlcM^y^XL£oSa 1 I $'JP£@lltg§««W-f 6IB 
2lWSa 1 -VHS^'fv-M^^'f ^-i 
A ? _ ^ g^ijcog^ ^n-Kt5DNA{W7'!J X-T -5 E^J## : 2 
2WtFRHlant 

PCRiilOOiilIt 1 Op 1 (D 1 OxP C R Buffer II, 2mM MgC 
1 2 , 0.16mM dNTPs, 5^-— 5/ hODNA/K!) ^ 7 — tf AmpliTaq Gold x 
0. 4p.M-fo^#y7-r-7-\ RU8 n g©i!DNA (p s cMl) U 
9 StCTOfiiltTg^m LT&fc: 9 5t:tTlM 6 0°C^T 1 ftfflR 
t>*7 2°C^T 1#2 0&m. ^»T«L/c D -<mfiglM ^£ 3 5 
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P'CR£j£fe&QIAquick PCR Purification Kit (QIAGEN %M) *ffiV^tt®! 
U Sal iXtfMbo Il-C^ftlU N*MWMABL-ltt-*| 
F v«r = - K"f5DNAWfjtSr#feo pscMH^^Mbo II& 

5 15 E c o R I T^Ptf fc U C ^ttlMlMA B L — 1 #[&-;£§l Fv^^Kf 
3DNA»rJt£#fc 0 -tLT, Sa 1 I -Mb o II DNAiitMbo II- 
E c o R I DNA»rJt&p CHO 1- I g s p L/c 0 D 

NAiB^J*^©^, IELV>DNASa?!iSr^ri-5DNA»fjtSr'^.tP7 p 7^5 KSrp 
CHOMlt^U (0 6 W^^-pCHOl- I g s 

10 f* x €?L»)t/«^|i^^^ii-r2,-7!>^ I gGl^^vPlfi^lJ (Nature, 332, 
323-327, 1988) £r£A,W3 0 *7"7^; KpCHOMl(C^tb6SMMA 
B L — 1 £/ifr-#$t F v <D$&.m&mXf7 5 y BfeSa3RI SriByU*-^- : 2 3 
5 . 2 gMMA B L — 2 ffift— ^B. F v tpffiKt 

15 RH:*5V^tt, p G EM-M 1 H©f-tfc !) I^WMA B L - 2 ^^HiVii 
4r3^Kt5^7^5 KpGEM-M2H (MM$l 2 x RVpGEM-M 

1 L ©ftt: ^ icS»A BL-2ftftL|V^^n - K"T5^7^ 5 KpG 
EM— M 2 L (WJ2^#i) HffiL,SMMABL-2ttft-*|Fv 

20 fc 0 Kp s c M 2 |;tltlSS«AB L - 2feift-*|F v C9f 

mmmuT 5 j mmttmm^ : 2 4 

p s c M 2 ^ - ©fit J: !) WM A B L - 2 F v W 

ie l v ^ 7 * j mm * = - K-f s d n a m ft & m\Mmmmm<® pcho 

M2^^^-^|fc c KpCHOM2(^tl5St^MABL-2 
25 Ut&— #g F v ©i£SIB»t>"7 5 J ^ia^J^@a^lJ#-^ : 2 5 K^fo 
5.3 C O S 7 fjj^OMjj^ji X 

SMMABL-2»-«F v©-iit4l§m^«l^-t-5fc46, pCHOM 
2^^^COS 7«^*5^T^L7t 0 
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pCHOM2^^^, Gene Pulser i£g (BioRad ttffii) fcEVT^I^ h 
ntfu-v'g y\z:& *) COS 7&fflfe^®$5&Lfc 0 DNA (lOpg) £\ PB 
lxl O'lPlia/m 1 ©0. 8m 1 ^^ra^^ MdDi, 1.5kV, 2 5pF 

1 0%O^«Ai^tt5 IMDM« (GIBCO BRL feW) \cMx.tc 0 

5. 4 COS 7jMil»^g)Si^MAB L - 2ftfr-^iF v Ojtti 
10 p CHOM2-<^-£it^2SAL7tCOS yMMMttfc'itiW 
$MAB L - 2 #Lft-;fc#tF vSr^^V^Pyx^ J: "3 « L/c 0 

p CHOM2-<^^-^l^iALfcCOS 7«g#±?if&t/=<>- hn- 
jvt Up CHO l^^.-SrJtfe^AbfcCOS 7 Mfrt&#±?mcoV^ S 
D S fl^\,£j<!ilj ; i£:fTV\ REINFORCED NCJI (Schleicher & Schuell 

0. 0 5%Twe e n2 0-PBS^Tj5t^, StFLAGtrCft: (SIGMA QM) % 
Anx.fc„ Iiai:t^ y&VitM, 7/^!J7t^7 7^^ 

M-7 7^IgGf[fr (ZymedftM) »XL V ^fitCT^ >-=¥^-<-^ 3 ^ 
t/gfc?#>#, SSt&ffc (Kirkegaard Perry Laboratories *±$D £8s#P U 3§fe£ 
20 (HI7) 0 

^GQ^Ji^ p CHOM2^^-fACOS 7%tt1&m2t±fl[$ l K<DfrFLAG 
h°¥f^&Jte?>s*tmm\il£tb, ^©iMf^l«MABL-2 
#Cft-*gt F v tfS$H& $ ft-ci^ 6 r. i P, 3&»i: ft o fe D 
5. 5 h )) — 

25 fom^(Dffi&$:mfe1-Z)tc)b, ffJlBCOS 7»ig#±»^fflV^-C7P-i^^ 

M h )) —Zft-otCo t h Integrin Associated Protein (IAP) 
?7^SA^IlKL12 10|^ fcS^linyhDw^b-rpCOSl^ 
* * - £7£Wte& IfcL 12 10 « 2 x l 0 6 iSliCl, ffftfifeMA B L - 2 #Cf$- 
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.HO l^^-fc^KteifcLfcCOS 7»Oig#±?it£*P;i, 7k±^T-f>^ 
^.-<— ^3 yRXFfcft(Dm, -?$*%iF LAG^ (SIGMAM) £;ttlx./c 0 >f ' 
^dr^-i-v-a ^STO^^, F I TCiiLfc^^ I gGftl (BECTON 
5 DICKINSON M) ^Pxifc 0 TO^V^^^a ^&I>15fc7fHD|& % FACSc 
anli (BECTON DICKINSON %kM) ^Tl£ftM&flJ5£ tfc 0 

^©^^ S»ABL-2^-*iF vt±, tHAPOTt^Ll 
2 1 Omm^^m^^-Ltc- k\z± ^©SMMABL-2^-*i 
Fv^t h Integrin Associated Protein K^'t hT ~7 A ^"-£^1" -5 Z. t 

10 tmbfrtte^tc (H8~i D D 

5. 6 - Competitive ELISA 

B L- 2#bft-«F vOfeim^Stt^iiJ^Lfc D 

llig/m ] tCf^gU^ctnCF LAG^ 9 6 h ^/W^P;^ 

15 3 7°C^T2 0#r H 1-r Vdr^-<- h tfe 0 1 % B S A- P B S ft^P y 

(k^ (Ifi?iJ#-5§- : 2 6 ) £r>SA UcCOS7 «tg#±?jf £ PBSCT2 
LfCbW^^^^^P^ifCc MR:T-f y^ra^ bSl>Wt> lOOng 
/m 1 kl|$g L/c tf^XbMA B L - 2 » 5 Op. 1 Lfc|?#|/&M 
20 AB L-2foft-;£g|F viiCOS 7 »i#*±?t 5 Op 1 £*!fn L7t <b<££# 

iffe-a-^ h^ FTt^y (Zymed *±M) ^AP^fc 0 ^M^T^ V*^- h& 
XJfcm&, (SIGMA |±M) ^n^L, ^^4 0 5 nmWK^tfflSl/ 

25 ^<Z>^ N fflffj&MAB L- 2^[ft:-^F v (MABL2-S cFv) It 

a ^ h p ' iV(D p C H O 1 MX C O S 7 &fflj»*-h?if UT t> ^-iS^tfi 

»-7^MABL-2ttft:©h h I A P#CfC^O^£l« Lfc (HI 1 2) 0 
^(DZkfrbs WMABL-2ftfr-*iF v Ji, £ ^ y ^ o — f)Vfc 
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5. 7 in vitro •QDTjS h^^ZMMMM 

t h I AP&fcfc^&ALfcL 12 1 RU=i> h v—frk LTp CO 

S l^^^-SrJft^^ AbfcL 1 2 1 OStelUS, #.t>*CCRF-CEM«£JS 
5 V\ SKMAB L- 2#L#— v(D7tf h^lM^An n e x i 
n - V (BOEHRINGER MANNHEIM tfc®D J: 9 ^rt Lfc 0 

«PUfelxl 0 5 j®^, SMMABL-2»-*iF v^COS 7«i# 
*_ttf&5VMi3^ hP-;ui: Up CHO l^^^lACOS 7»i§#± 
?t^^-M5 0%T*$?sJnU 2 4B#r H lJt*Lfc 0 Annex i n-V^fc 

10 fe£r?TV\ FACScanll (BECTON DICKINSON |±$^) ^T^MS&K b 
fc. 

Annex i n - V^fefC J; -S^DrO^^HI 1 3 — 1 8 fC^ft^VF Lfc 0 

15 ABL-2ftM|Fv (MABL2-scFv) liLl 2 10»C|oV^ 
t h I AP^tJl^MW^LV>«Blia5ESr^Lfc (013-16), CCR 
F-CEMM^^Tt)^ hn— yMcft&LT^LV^iifflJB&^&f^Lfc (12! 
17-1 8)„ 

5. 8 CHOlWaiLfett^MAB L- 2 #§|F v^jl^f KO 

20 JUL 

MAB L- 2^tfl£*3l5<75— 2|c^F v OKJJ K) ©tS#l^*&CHOM 

tfc&ffl£1-5;fc«>, p CHOM2-<^^-^CHO«tCjtfK^.AL.fc 0 

pCHOM2^^^ Gene Pulser (BioRad ttffii) bft^X^ls? h 
DzJfV— i ^3 >-^«t <9 CHO«l£^K$5&Lfc D DNA ( 1 Opg) iPBSt 
25 ISlfcCHOflfi (lxlO'ftja/ml) © 0 . 7 m 1 £^ Lfc k©^^ 
y MdbP*., 1.5kV, 2 5iiF(D^:fi(e:T^Vu*£-^;t/c 0 M(CT 1 0^B9 

«imt5«^a-MEM^| (GIBC0 BRLtfcK) M^i§#L>fc 0 



WO 02/33073 



PCT/JP01/09260 



36 

tlltf a-^KlO^-C, SDS-PAGEHtg^]it5^W^I©M^l 

t LTiHRLfc B lOnM methotrexate (SIGMA ^tf^lfaiS i#JfeC H 

O-S-SFMII (GIBCO BRL tfcSi) KTi§£&, *g*±t#£H#\ 

5 J: DiBMK-^tetTin]M#±*^#fc 0 

5. 9 CHOlfflKt^MAB L - 2 a^^-^MF v tpflflli 

5 . 8 f|fc-*|F v^lCHOltft©«|±l^AIiP*- h V V 
v> (PAN 1 3 0 SF, M/r^**) ^fflV^2 O^T'liLfc. jftflgft 
ft- 2 o°ct<&#u )»««LT^fc 0 

10 CHOafi§illS/i^-*iF v©ftHli N Blue-sepharose, /^Kn^rv' 

(1) Blue-sepharose ^/7A^D7 f , ^77>f- 

«±*o^«^ 2 0 mM mmmmm (ph6.o) kxi oi&«u is 

Mm (10OO0rpmx30^) K «t *> L/c 0 ±?f^^»^T* 

15 WlbUfc Blue-sepharose # yi» (2 0ml) tC^DU nW^MXtl 7 ^£$5 
itts [^lIWNaClg^O. 1, 0. 2, 0.3, 0.5Ml.0Mltg 
P£l$M±tt\ #7i^CP^tLfcMkff£^tBLfc 0 SDS-PAGE-e|§ii9& 
U^#^(±l®^^^tlTL N -#g|F v«lS£ft/cli# (0.1-0.3M Na C 
l^ffi®^) ^7°-/WL, Centriprep-10 (75ny) ^V^2 0^MLfc o 
20 (2) W Kp^^7^-/ h 

(1) ©SIMlOmM (pH.7.0) tT10^tf?U ^ 
Kp^t->7^^ h*7A (2 0ml, BioRad) fcS&bP Lfc D 6 0 m 1 <D 1 0 

mM y (p H 7. 0) X'^7A^»t, y ^g£*g#f&ft&& 200 

mM^T'Ea^^±(f > ^yAfd^tfcgeK^^ttlLfc (119), SDS- 
25 PAGEia V&m£%fi%fLtz.ffi^ ®^ASt>*li^B^-«F v«IS$ 

(3) y/bli 

(2) Ol^A&t>*B Centriprep-10 £JH^T$Mi?gU 0.15M 
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N a C 1 &3tr2 OmM mfcWLffiM (pH6. 0) L/t T S K g e 1 G 

3 0 0 0 SWG^7A (2 1. -5x6 0 Oram) L7c„ ^ovF^A^I 

(A I, BI) ^lWO-*|Fvffc^ ^>^tjg-C^*f.Lfc*g*, ®# 
5 A-^(4a^tt±©^**?]3 6kD, ®^Bt:-{i[pl7 6 k D fC^ttl £ftfe 0 

Lfc-*iFv.(AI, BI) ^ 1 5 % - S D S - /K U 7 ^ y /U7 5 K^/^ffl 
V^T^tfftTCo ^ls7;VZM%mWM, »^jffllU Laemml i (D^fe 

122 lm^i-ip^ a i „ b i v>-rtb>biiS7c#jojs*p©wii^iifee)^ it> 

io tt±©3-?*ft 3 5 kDi:*-/<y K£-£x.fc„ ^±©^^b> a I f±-#gl 
FvOtyv^, B I fi-##F v©^*^ig-gH4^>f^-t%x.e>tb5o ® 
55- A I I £T S K g e 1 G3000 SW^7i> (7. 5x6 0 mm) &/BV^ 

fc^IKuJ: »3##f Lfcil&^ I fi^ey ^-©tf-^o^ @j#B I fi 

^>f-r-©lf-^©^ffl$tb7t (H2 2£#bs) o ^-Y^HS^ (®#B 

15 i) it, ±— ##if v©^4%T'fcofc a my^^—m^(Dy^^-n. 

MAB L- 2tn:frft5j5©-3|s:^F v &*fl&MftrtteT$^tofc$SS-f"3'<* 
20 ^-^ra-fSfcft, pscM2^^^PCR$ia')||Lfc 0 ||^c 
DNAKlfjt^p S CF VT 7$85/<^*-fc$AUt 0 

PCRtc^-f-S^7>r-r-fi % Sfi^y^-l'^-i: LTH^V»CDN«$r 
^-Kt^DNAlCA-i'yy^XLioli^n K^&r/N d e I Mm&%vm 
5SB#I## : 2 7^7^1-Nd e-VHSmO 2 7°7 ^-RM^T 0 

2j@CD^lhrn KXRtfE c o R I fflm&%&&&tiL$:#1r Z®&m% : 2 8^ 
l-VLAS^-Y^— £ffl^fc 0 fc:Jb\ i*7 , 7'f-7-©Nde-VHSm0 2 
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PCRgfijfcl 0 Oplfi, 10pl©10xPCR Buffer #1, 1 mM Mg 
Clj, 0. 2mM dNTPs, 5^j/F0KOD DNA^!)^7-f 
±M^m±m). liiM-fo^T 0 ^^-, -RXfil 0 0 n g©ilDNA (p s 
cM2) Sr^^fU 9 8°C^T1 5#Pb1, 6 5°C(CT 2 Wtf 7 4°C^T 3 0 

PCR£$&&'QIAquick PCR Purification Kit (QIAGEN . &/BV^T#fcK 
U Nde I&VEo oR I 1:1Mb U #btL7tDNA^T/H"^ P SCFVT7^ 
^^-iei^n-^^^L/Ce ft3b\ *«'j|^^-pSCFVT7liNde.I& 
VEcoRI -Cimbtfcr i: «fc 19 p e 1 B*s?1-j\&WWk£ft.X\t<Z> 0 D 
NAIB»^^, ELV^DNAgB^J^W1--5DNA^f>}-^tp7 0 7^ 5 K£p 
s c M2 D Em 0 2 Lfc (123 £) 0 #^7* 5 Kp s cM2 

D Em 0 2[^^tLSMABL-2»*5fe(7)-*^F v E>t£ggE?!l&tf7 $ ^ 
Bfeffi^J*iB?!lS-§- : 2 9 (d^-r 0 

5. 11 ^M^5^jo{t^MABL-2j7t;ft:ft^C9— v/-Ky^^ K 

MAB L - 2^ft*©-*«F v # J) \ t *ft&-tZ>jzffimm*&Z1t 
ft, pscM2DEm0 2^^-^l|BL2l (D E 3 ) pLysS 

(STRATAGENE «fC$£&L7c 0 #bftfc^ o-ytCoV^T. SDS-PA 
GE^Tgfft£^5*^^KcD3gm£$MU ^JfcaffiV^P-^&MAB 
L-2ta^**©-*^F v/Ky^-T"^ KOg£tfc.fc LTii^Lfc D 
5. 12 ^MMfflflQMtoMAB L- 2^{ft&&C>— ^jF v/Ky^^KO 

^Kte^rLT#btbfc±Ii®(D^>^>=J Dn-^LBittt!l3m ] CX2 8*0 
T*7B#Ph1^#L, ~^£7 0m TOL Bi#j&rt;U$#\ 2 8 "CI- T 
fTofc 0 ^©p re-culture£7L?) L Bi§ife«x.,#^\ ^-7 7 
^*-£/BVvr 2 8°C, 1f#-M3 0 0 r pmCT^Lt. O.D. = 1. 5 
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. tg&Wl&T&'it&m (1 0 0 0 Oxg, 10^) U itmt LTEUlXL/cffiftM5 
mM EDTA, 0.1M NaCU l°/oTr i ton X-10 0 & 5 0 
mM h y *it^£gfl$t (pH8. 0) jg^ifc (out put: 4, duty 

cycle: 70%, 1^x100) J: 9 ®ft£»Lfc 0 r««£^'i>#|lt (l 
5 2 0 0 0x g , 1 0#) (C^tt, LT[a]IlXLfc£tA{#^5mM EDTA, 

0. 1M NaCl, 4%T r i t o n X- 1 0 0 5 OmM b ]) 7,^B. 

WtWifc (pH8. 0) ^Mx., MjS^&MS (out put : 4, duty cycle : 50%, 

3o?>x2) iS'Cf^st (i2ooox g , io#) fc«t 5 s^sessrrtiie 

10 !WSfiS^A;fc*itAfltS:6M Urea, 5 mM EDTA, 0.1M N 

aCl3ratf5 0mM (pH8.0) fcl&fl? U 4M Ure 

a, 5mM EDTA, O.IM NaCl, lOmM * 7° b^f / 
^■tf 5 0 mM h ]) ^^ifcgifffi ( p H 8 . 0 ) -C¥$Hb LfeSepbacryl 
S-300 (5x90cm, AMERSHAM PHARMACIA ^Mti®# 7 -M^ flfcil 

15 5ml/^t«DU ££LTV>3i££^J:©— #g(F v«£Lfc 0 

SD S-P AGE^tfU ffigtDi^K^OV^T, O. D 280 = 0 . 2 5 K1& 5 
£0K^jummX*m^tcm®iVft%R&, 5mM EDTA, O.IM NaCl, 
0.5M Arg, 2mM iljcM^/U^f 1 ^-^, 0 . 2 mM 
^tf5 0mM hy^^SfrM (pH8.0) LT:ig#r£ 3 H1?t 9 - £: 

20 £9, «MU&ilH£?Tofc 0 £M-0. 1 5M NaCl^tf2 0mM f^l 
(pH6.0) \C%s LT 3 IfiljS^f L, ^££&£*To7t 0 
£>"f * ft 3 ^PbI -C S - S $ tbtzM^^^mm^-t 5 * , 

0. 1 5M N a C 1 £-atp 2 OmM mfcWtWfa (p H6. 0) T'^fHbtfcSu 
perdex 200pg (2.6x60cm, AMERSHAM PHARMACIA T^l^l 

25 ig*7^^»Lfc 0 H2 4^1-J;5^, Hi^i©^^ib^57'n 
-K^t°-^Ofc<t, ±St°-^ ^7"b°-^2oc£t°-^^[±}£ftfc 0 s 

ds-page^£3##t (i2i#,i) sv^nigiao^fcb&fi^e>» is^ 
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F v # y ^7°^ KOfa 4 %T*fc o fc 0 

5. 13 MAB L- 2ffift&3fetPteail-;frffF v^KU^y^ Kg) in vitro T* 

5 t h I A P SrJte^A UfcL 12 1 0« (hIAP/L1210) £JBV\ 

CHOaMOTS«l4©MAB L - 2 ^$&5i$©-«F v tf? V-^f- 
K (MABL2-scFv) ©T/K h~X*ffj&{1^£, Hk<D 2 -DtD^u h = l ~ 
MCXAnn e x i n-V (BOEHRINGER MANNHEIM ttM) Ifefefc: «fc t) tfegtfUt,, 
^-oynM^Ki, h 1 AP/L 1 2 1 0«5xl 0 4 fm^ fo&f#&£ 
10 3pg/ml -CSSJP L, 2 4 B#TO# t fc„ ffiftfftfsl- t Lt\ «M 5 . 9 

tll/c C HO»S*MA B L 2 -*iF v 7 v-Rt/y ^ v-, £bfcH 

—frb LX-?<}X I g G&ftfcOl/vCfefefrLfc,, Annexin-V^ 
fe&^V^, F AC S c a nigt: (BECTON DICKINSON tiM) fcT^£i3&S$:S!i:£ L 
15 it 0 

^ZICD^P hn-/Wi, h I AP/L 12 1 0*BJ&5xl 0 4 tiit^ £tft 
B*fSf&«j£ 3ji g /m 1 -C?as*n U 2 0#P^*m^*rtF LAG^fr (SIGMA *± 
SO .^HlJtl 5pg/ml -CSSflDU 2^f«Lfc ( ftfMsfcfti L-T, 

5. 9T*#fcCHO«i$MABL 2-^|F vC^/^S^V hn-/U 
20 iUr-7!?Xl gGSift|:oi(^ftLt e Annexin-VIM 
ffV\ FACS c a n^e^T3£ftM£«Lfc 0 

Annex i n - V&fek «fc 5A¥W©^«r® 2 5-3 ljC-e^-f^Lfc, 
CHO«^t>*±M»E^^MABL-2^*5l5-^F vtJ< 
JJ-^f- K©^Y^-fi=> h o^yu (12 5) ^tbt5?LT^Lv«?€^Mz» 
25 bfc (1212 6, 2 7) # s CHO^«t>*«®«04c7)-^F v ^y^T 0 
^ Y(D^J-?-<DT-# h-: ^IfW^tS&b^ft^oTc (@ 2 8, 2 9) 0 
fc, ^FLAG^tflc^WfcJ; 19, C HOMS14©MA B L - 2 
iFv^H^K^yv-linyFn-^ (13 0) £ « LT^ Ll^M 
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5. 14 s c F v/CHOaKU^T 0 ^ KCO^yv-Rt/^V-^-Ob h#Mfit 

(1) v^^Mt F.I gG^ii£ 

w) <Dfem-$, toel i sA-e^Tofc 0 o. i°mm.mmm (pH9. 6) 

-C lp. g /m l Lfcir *rfo t h I g G jftft (BI0S0URCE *±§!k L o t # 7 9 

0 2) 1 0 Opl £9 6 h (Nuncftl) {e:JPx., 4 °CT— -ifc-l' 

?tfo5 VMltlpp t Ltt M gG (Cappel*±M> Lot#0091 5) 1 0 Op 

1 £r»U ifi(CT2W^^^^V3yLfc 0 8fci£$L 5 0 0 0{g« 
LfcZ/M7 y h I g Gffift (BI0S0URCE ftU. L o t 
# 6 2 0 2) 1 0 Op 1 ^Pxl n gi&fcT 1 B#f H 1^ a ^ U/c„ 
MWM'^iUx.s 'fy^a'<-v'3>-©f| > MICR0PLATE READER Model 3550 

(BioRadfeM) &fflV^4 0 5 n m<Dgbfc&&«|J£ U fln B p©t h I g G©B£3£ 

&«fc!)#b;hfc&;fti&fl»&, -^^ifciffl^t h I g G (M?ys<?m M£ 

(2) &jm#<om® 

s c f v/CHOJKU^f K©^;7-xwv-ft, S^EK ii» 

ffiLTtPB S (-) ^ffl^T, ^tL^tbO. 4mg/m 1 % . 0. 2 5mg/m 1 t 

( 3 ) t h # Mffi^ * * ^E-X/KPfftBi 

T) .&/B^Tin vivo »LfcKPMM2&HJj£ (jftUgsp 7 - 2 3 6 4 7 5^ 
$8) 1 0 % •> ^JfcJ&lfir?ft (GIBC0 BRL ttSSI) Sr-^tp R PM1 16 4 Oi&Jfi 

(GIBCO BRL tijSJ) T'3xl 0 7 ilil/m UC1^5 i p^MLfc D b/5^C^Rf/0 
tt7V7oGMlK# (?n7fcM^*±®k l^M7/^5mlT« lOOpl^ 
M^tfcSCIDv^ 6®i&) (H^^kT) ^_hfBK P MM 2 #03 
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I»«2 0 0iil (6xio 6 iA^) £J1MJ: "9£AL/c 0 
(4) 

(3) TfftRLfcfc h'WMm^^^^fM^L, KPMM2|lWIf|3r 
g«t«9, 10 20, 3Bf B l ±|B (2) T*«Lfci£^fft|Sk ^/ fi 2 5 Op 
5 K yj-r-teA 0 Op] «IU "9&^Lfc 0 St8B£ LT, ««LfcP 
BS (-) Wln0 2 0, 3 BIS, 2 0 Opl N Mi i9S4tfc D <t 

(5) s c Fv/CHO#!)^/f myv^Wv-Ot h#it«fit 

10 s c F v/CHO*!J^f K^y-r— xt/^^-ot h#f|fli-^!>^^ 

X/KD^II^^^o^rfl, ^SEfffli^I4t5fcHgG (M*W? 

hi gGS^gEfcfcoV^te, KPMM2tt«2 4 0 a tifeff 
±15 (1) f^fcEL rSASrfflVTb-M g G*£» L/c 0 -tOfe^ P 
15 BS (-) ©4-S¥Ti± N Jfo-tf k h I gG (M^^^K) fi^8 5 0 0pg/m 
1 ^T'±#LTV^5^^*f L, s c F v/CHO¥J^-W^mX*\tttMM<Dl 
/I OZkTtmM^mB-V-hV, s c F v/CHO^v-iJ5KPMM2te© 

mfe&t¥%\z&<toMLx^zz.k&fp&fttc (@3 2) 0 &.mm\z.^ 

XhWi3 3\C7jki-ttSV , scFv/CHO^-7-g4lft1iPBS. (-) & 

RJbJ:>9, s c F v/CHO^^t hfltv^^r/H^Lt, fci 
Jl^m^W-fSr ktf7F£tlit 0 *38K©TO*f*5 s c F v/CHO^ 

25 5 . 1 5 ^DJjllAMII 

m%A(D!km%:^<V y&mLfz. : &m\c£ 9 8ukU PBS (-) (a!)3 
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H]»L7ct, PBS (-) KX&fe&&ti*2%<Dfatim&i&m%fcML1Z 0 tfc 
^if^^yufi, ftMtLX-rt* 1 gG (Zymed *±®D £JBV\ MA B L — 2 tr[ 

CHolfflJSl4o-*iF v#M7'f K^;^ ^-f^-, 

Ii 1 g&blk ilfP U 3 7 °CT- 2 H$|SH > a 4 tt*-ffiffiS U 

^*^J^Ufc 0 l£fe, *fRSi:.L-C, PBS (-) Sr5 0pl/!>x^U 0l 
^f->y/u<!:(^1i^Lr?IS^m^fTo/c 0 ftf^Si&Mte, gG , 
10 MAB L- 2tnlf$(± N 0.01, 0.1, 1, 10, 1 0 Opg/rn U -*|F v 
{£, 0.004, 0.04, 0.4, 4, 40, 8 On g /m 1 "(*jzf3kWM&.®— # 
iFvJKUWhW-r-^^btl 6 Ong/m 10fflir^Lfc 0 -fc 
c^Ute, Tffl0^2 td^-f il «5 , MAB L- 2^-Ctt, 0 . In g /m 1 

15 ^-^^^iL^H^^febtl^^^o/c, 



mlgG 

MABL-2 (intact) 
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mmme 2 o ©Hi v»o' 2 Li vti^tf & w s c (fv) 2 s 

t*fi*<75:R£0-^- K!J y*-^ft5MABL-2^s c F v 
6. 1 MA B L - 2 jfe s c (F v ) ,^1/ 7 ^ ^ K<Djj 
MAB L- 2ta#:ft*^2o^H^V^Ra*2O(^L0V^^tf^^C 
5 fls [s c(Fv) 2 ] Sr^-TST'?;** K&fERH-Sfcfc^ Itifftp CH.OM2 (M 
ABL-2»*?) s c Fv^n^ Ki~<5 DN A&r'atp) ji 9 P 

CRfe^j; Df^fiiL, ^btLTtDNA^^P CHOM2K:2||AL7t 0 

.SDNAtW/y^XtSEFl^^v- (I2£IJ#-^ : 3 0) U 
10 T^^-fe^^^y-Y^-^ LTLiV^©C«^3- Kt^DNAM^ 

y ^xiio y y*-fei&& K-r sdn aib^j (ia?y##: 19) st^s 

a 1 I *IJ PS^*^M{i^^-f-5VL LA S7°7-Yv- (Ifl3W§-: 3 1) 

P C R}^f$ 1 0 Opt Ui % 10iil©10xPCR Buffer # U 1 mM M g 
15 Cl 2> 0. 2mM dNTPs (dATP, dGTP, dCTP, dTTP), 5 

^ Ml0 0ng«DNA (pCHOM2) &*S£-fZ 0 PCR»9 
4 °C^T 3 0 5 0 °acX 3 0 f^fflXV 7 4°C^T 1 C OHIff T'M 

20 PCR£j$^£QIAquick PCR Purification Kit (QIAGEN ttM) £ffl^-CfjfiSi 

U Sail "CtPHbL, #^tbfcDNAHfit^p B 1 u e s c r i p t KS^ 

(Mmmm) *-~^?'Ltc 0 DNAia^j^wti, ielv^dn a 

la^lJ^^-rSDNA^fjt^-atPT 0 ^^ 5 K£Sa 1 IT«L, ^tWcDNA 
t)t?rSa 1 I T*$Hb Ljt p CHOM2 Rapid DNA Ligation Kit (B0EHRINGER 
25 MANNHEIM £JE^Til;jt Lfc„ DNAjlE^J 3E LV^DN Agfl£lj£# 

-rSDNAlffit^tPT 0 ^^? K£pCHOM2 (F v ) 2 L7c (13 3 4 £r# 

R8) 0 *^7^? KpCHOM2(Fv) 2 [Ct^^5MABL-2^s c (F v) 2 
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6. 2 S^^fi^^f K!J y^-^f t^MAB L - 2fefr s c F vM 
7° Y<Dim 

' m*<D&£<D'<7 i f- Ky yX-*#L, [HgCT- [LgK] (£ITHD, 

[L#] - [H0SI] (JMTLH) ir^^J;5^V^^^L7t s cFv^ MA 
5 B L- 2&&<DH#(&t>*LiU DNA&£S^£ LTOT©il 0 Kf£88Lfc 0 

HL^-f/(Z)scFv^mfcW^ SfpCHOM2(Fv) 2 ^iiiL 
TCFHL-F 1 (ffi?IJ3H§-: 3 3) &1>*C F H L - R 2 ' GE?IJ## : 3 4) 7° 
CFHL-F2 (SB?lJ## : 3 5) R(/CFHL-R 1^7^v- 
(BB?!I## : 0 3 6) KX^OKOD^]) /y—^lCX 9 4V3 0f}\ 6 0°C3 0 
10 #\ 7 2tl l#|H]©£/fc£3 OlE^MI" PCR^j£&m\ 5 * ffiBtc: y ' — — BB 
fllSr^tfHgL Rt/3'{l!l^FLAGBa9iJS:^trL^©cDNAit^S:^jKLfe 
#ibtLfcH#^t>*L$ic DNASrllit LTI^U KOD#!)^ 7— {ftCT 9 
4 °C 3 0 6 0 °C 3 0 30\ 7 2 °C 1 %f$l<DRl&* 5 M "9 igl" P CRg^ff 
V\ CFHL-F 1MCFHL-R 1 7 P 7^ t -^Bx.T 3 0 ^ 

15 S^tfCiU y ^-^t^HL-O^T^cDNA^MLfc,, 

LH^^7°OscFv^mfcW:, ffMABL-2©LiR0HiV 
fligO c DNA^r-atf7°7^ 5 KpGEM-M2 L&tfp GEM-M2 H ' (#H 
¥1 1-6 3 5 5 7 mm) ZMMk LT, -t^T 7 (K?IJ#-§- : 3 7) W 
CFLH-R2 (S&im*§r: 3 8) 7°7-Y^-, CFLH-F2 (K?iJ#-§- : 3 
20 9) MCFLH-R1 (IB?!]## :■ 4 0) "^^-^rfflV^T KOD # y ^ 7 

-if (SE#*6). tT9 4°C3 0&\ 6 0°C30f>\ 7 21C 1 #RSj©gJ&£ 3 0 IeI 
&0iS1-PCRKJfc£fTV\ S'Wfcy-^HE^JSr^tfLiL &t>*3' WCF L 
AGga^iJ^-atfH^G DNA3t^^f^MLfc 0 &e>ftfc L&&tfH#c DN 
A^iSiLT'I^U KOD^y t< 7— tf^T 9 4°C3 0#\ 6 0°C3 0$K 
25 7 2 0 Cl^^(D J S^K^5[Il#l9iIi-PCRS:^£;^^TV^, T7St>XFLH-R 1 

FLH-F4 (M&m^r : 4 l) &15CFLH-R 1 9 4°C 

3 0fj\ 6 0°C3 0^\ 7 2°Cl#F B E Jc7)£j££3 0 EI& t> iS1"P C RKfS&fr5 
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LTfft&LfcLH-O, HL-0^y<DcDNA&ftiJPg@?gtE c oR I % 
BamHI X h o I M^iH»«£-a £ft^fl£?L»« 

K I NPEP 4 it Ligation High (M&ffi) £ffl^T^AU 
5 Competent E. coli JM10 9 {—y&yj—y) &7l2Wls&L7c 0 7^Wfc& L 
Tc^MJ; 9 QIAGEN Plasmid Maxi Kit (QIAGEN) KX??*^ K*l*K.Lfc„ 
LX^7^iKpCF 2LH-0MpCF 2 H L - 0 Lfc 0 

ttpCF2HL-0MiLTCFHL-X3 : 4 2 ) , CFHL- 

10 X4 (SB#J#^ : 4 3 ) , CFHL-X5 (K?lJ#-§- : 4 4 h CFHL-X6 
(IB^IJ## : 4 5), XiiCFHL-X 7 (BB^J#-§- : 4 6 ) (D±>^y -Y 

t: 47) ^^v-^ffll^KOD^y ^ y-if^T9 4°C3 0#\ 6 0°C3 
0#\ 7 2 < Cl#ra<£>KJfc&3 0 W9Mi-PCR^^frv\ #btbfc«S 

15 %£f&JPSlfiiXh o I , BamHI (SMit) ^T^SLfc 0 ^fejxfcWf^Sr P 
CF2HL-0©Xhol, BamHI ^4 h Ligation High KWfeWi) 
V^T^AU Competent E. coli J M 1 0 9 L7c 0 tT2K$eI& LfcTCjji 

1SJ: «J QIAGEN Plasmid Maxi Kit JCTX?*? K^fHL/c 0 d 5 Lt\ 
7^5KpCF2HL-3, pCF2HL-4, pCF2HL-5, pCF2H 

20 L-6MpCF2HL-7^lLfc 0 ItCOS 7*T'©-»Mtffl 
5*^7 *5>'&ftM&1" 5 pCF2HL-0 N pCF2HL-3, 

PCF2HL-4, pCF2HL-5, pCF 2HL-6 JkXI pCF2HL— 7 
MiSEcoRlMBamHI MIU fi8 00bpO| 

jt^T^p-^yV^^Slj^ct^^V^^OlHliK^ct !)ilLt„ #bti7c«fr 

25 )i^%W]Wm^^-fy ^ % KpCOSlOEcoR iMBamH I h 
fc: Ligation High Siffl^TiAL, Competent E. coli D H 5 a (Jfc^i&fr) &7#S£ 
te»Lfc 0 M$5^L7t±i]I0ct 19 QIAGEN Plasmid Maxi Kit Ct7"7^ 5 K£ 
ltMLfc 0 r.5 Lt\ ^7^; FCF2HL-0/pCOSl, CF2HL 
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-3/pCOSl, CF 2 HL.-4/p COS 1, CF 2HL-5/p COS 1, 
CF2HL-6/pCOSlSO ! CF2HL-7/pCOSl^lLfc 0 
fateffltVX, KCF 2HL-0/p COS 1 CDffijt^Hl 3 5^tkU 

^tUcg-SilSMAB L 2- s c F v < H L - 0 > CO^SIB^JSI/T 5 / SSB?!1 

PCF2LH-OMHTCFLH-X3 (I2£lJ#-^ : 49), CFLH-X 
4 (@2?lJ#^: 5 0), CFLH-X 5 (ia»^ : 5 1), CFLH-X 6 (IB 
10 Zm^: 5 2) XliCFLH-X 7 : 5 3) 09-fe^^7°7-r ^-S.t/ 



/BV^KODtfy ^7^CT9 4°C 3 0^ 60°C30#, 7 2°C 1 #Pb1©£ 

30 111*1 t>igi-pcRK&&m\ n^nitmmm^umm^.h o i, 

B a mH I CtfelLfc, #btbfc®f it £ P C F 2 LH-OOXh o I , Bam 
15 HI f^f Md Ligation High Iri^TiAL, Competent E. coli D H 5 a (fflfe 
&Jtm&$!:Ltc 0 ^Kfc^Lfc^MJ; <9 QIAGEN Plasmid Maxi Kit \LX~f 
7*5 YZmULtCo L-T, ^m^y^^ KpCF2LH-3, pCF2L 
H-4, pCF2LH-5, pCF 2 LH-6^p CF 2 LH-7^Lfc 

51-cos 7 m&xv-^mL^^^mL-?? K&ft$H-5fc«>fc:, p 

20 CF 2 LH-0, p CF 2 LH-3, p CF 2 LH-4, pCF2LH-5, p 
CF 2 LH-6MpCF 2LH-7 ^JPSS^ E c o R I &t>*B a mH I (S 
JB5&) ttfelL, *\J8 0 0 b p<Dm)i%Ttfv~*ysl>m^faW}\Z-£Z>VJl'fr 

t>(D®mz£iommLtc 0 nbthtcmn^mmmmm^^y^^ k p cos 

1<DE c o R I &t>*B a mH I f"^ Mc Ligation High &fflV^T>*AL, 
25 Competent E. coli DH 5a (M&Qj) ZBWfc&^fc, ^IM.S&L/c7djtffi J; 9 
QIAGEN Plasmid Maxi Kit \ZLX 7° 7* 5 KWlt 0 ' 9 LT, 7* 5 

KCF2LH-0/pCOSL CF 2 LH-3/pCOS 1, CF2LH-4 
VpCOSl, CF2LH-5/pCOSL CF 2 LH-6/pCOS 1S0 
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CF2LH-7/pCOSl^|Lfc„ It, 7 P 7^U'CF2 

LH-0/pCOS l©W3&&rEl3 7(CtfU rftK^ftSMAB L 2 - s c 

f v < l h— o xommmmifT ^ j wmmmm^ ■. 5 4 ^-n £7t& 

5 6. 3 COS7»W5scFvWsc(Fv),g)M 

(1) %immi&-?<Dmm±to<omm 

HL^-f7°, LH^T's c F v&tfs c (F v) 2 ©383£<0fcii>l^ COS 7^ 
Aft (JCRB9127, ta.-Wf-^^y^^HltH) T?©-iiWlS^*fTo 
fc 0 COS7aMlO°/oWMI (HyClone) Sr^tp DMEMigife (GIBCO 
10 BRLfcbjK) KIT, 3 7t;©$lfe#*1I&tt*T&ft^£Lfc D 

6. 2tfl»j6LfcCF2HL-0, 3~7/pCOSl, tb'<l±CF2LH- 
0, 3~7/pCOS lX(4pCHOM2 ( F v) 2 ^^ — «r % Gene Pulser^g 
(BioRad tfcSl) ^m^X^^t hD^U-^g 0 COS 7 SNflJ&fc: h 7 ^ 

15 DNA(lOpg) iDMEM (1 0%FB S, 5 mM BES (SIGMA 

tfc)) » 2xl O'lflja/m 1 ©0. 2 5m 1 ^^=l-<j/ KdPl 10» 
fi^fg^O. 1 7 k V, 9 5 0iiF©^fttc:-C^/^«r4-x.fco 1 0^#|(7)t, 
:r.i^ jsnjjfv — >£Hfc»£DMEM (10%FBS) igi&M-^U 

20 &[DMJf£|&*U MfCO. 2 2pmtf? h/U h y-f7 4iV$>- (FALCON) K 
ratifiU (CM) fcL-fc. 

(2) MMi£:l&TOig«±tf©M 

±1B (1) tm-%k<Djj ; &X* h7^7x^ v'a ytfcliteDMEM (10% 
FBS) ^«J^A.7 5 cm 3 77^ = tc:-C-^4tbfe^ i##_L?f£}#T. P 
25 BSttM, CHO-S-S FM II ^ (GIBCO BRL |±|^) Srgsfln Lfc„ 7 
2B#W*fi, ig#±Jt&3lfc, ii^BtfcJ; DM$Jf«*U JDcO. 2 2 

6. 4 COS 7 CM^g) s c F vRtfj c (F v),(PtfeBJ 
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frlB 6. 3 (2) -CfigjKbfcCOS 7©CM4 , fc*5Jt5!B|/«r©MABL 2- s 
c FvMs c (F v) 2 ?)7tf y^:/^ K^TIBroii 19 (L^i^^y^D j/f^y^ 

#COS7 CMto^tlCOV>TSDS-PAGE^Tl/\ REINFOR 
5 CED N OB (Schleicher & Schuell f±®D t|5¥Lfc D 5%^^rA5/^ 

(Sigma ttl^) »^fc 0 t-f y a , ^U^-^r 

I gG^fr (Jackson Immuno Research tfc®0 SrflPx., g 
M^T^'^dr^^-v'a ls]kUm&'&, ISiSffi^iJfl U ^^-tirfc (1213 9) D 
10 6. 5 7P-f-f M h V — 

MAB L 2 - s c F vRXf s c (F.v) 2 (E> t h Integrin Assosiated Protein 
(IAP) -fcl0.^(Dlfe&&mj£i-%fclb, itulB6. 3 (1) ^TUMLfcCOS 

^*fiih^!ffl«L i 2 1 0$Bfl£2xi 0 5 f@i^, HJt0ij6. 3 (1) X^bfl 

^^^.^g X&tTOfM£f£, 1 Opg/m 1 (D^^F LAGtfbffc (SIGMA |± 
ttx.fc 0 -Y >-^-<— i/a >&t>'»©|&, FITCl»!)7lgG 
(BECTON DICKINSON ^P^/c 0 ^dr^-^ 3 ^&l>*»©f^ 

FACS c a n^B (BECTON DICKINSON *±M) \ZX%:ffim*Mfc Ltc 0 Wife 
20 #COS 7l§ft±?f't'CDa^^^(D-<7 D ^ Ki> ^-^-fSMAB L 2 

-scFvWsc(Fv) z [i, kh I APKttLXmy^MmiZfii-Z^ttfm 
Zthtc (14 0 a#Lt>*b) 0 
6. 6 in vitro X<DT# h— ~yxWH5h%: 
ttjffll. 3 (1) KXmMLtcCOS 7*M§#±?f{-o^T, t h I A P £r 
25 jtfK^AtfcL 1 2 1 0« (h I AP/L 1 2 1 0) §7^ h-v^ 

fPg^ffl^An n e x i n-V (B0EHRINGER MANNHEIM *±M) ffe& R: £ 9 J£ W L 

h I AP/L 1 2 1 0«5*1 O^fHK^ #-<^^-^KIc^LfcCOS 7 
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m&i#m±mfoz>\>^t=iy hv-jut ucos 7«t*±$r£ifet-Mi o% 

"C»U 2 4B#|B1i££Lfc 0 %<D& S Annex i n-V/PlM^\ 
FACScangf (BECTON DICKINSON #M) ^T^^M^ffllJ^ Lft 0 Wife 
COS 7 CM4>© s c F v <HL 3, 4, 6, 7, LH3, 4, 6, 7> 
RXIs c (F v) 2 teh IAP/L1 2 1 0«(^*f LT^^MJE^fljiLfc 

6. 7 MABL2-S cFvMs c(Fv).,g)GHO»fflM^^-gi 
ftfjfSMABL 2- s cFvSO's c (F v ) 2 &J#g±fj| /^fttH" -5 - £ £ g W 

HfrfBl. 2tti|ILfcpCF2HL-0, 3~7MpCF2LH-0, 3 
~7cDEc oR I -B amH I S&fJt& % CHO»M»^^-pCH0 1© 
E c o R I &t>*B a mH I-gpffiK: Ligation High ^fflV^T^A L, Competent E. 
coli DH5a £^K$5&L7t 0 ^Klg&L/cT^iffi £ "9 QIAGEN Plasmid Midi 
Kit (QIAGEN) KXT'yx^V&ftimLtt. :©J;?iax»7^5KpCH 
OM2HL-0, 3~7^pCHOM2LH-0, 3 — 7 ^^MU7h 0 
6. 8 MAB L 2 - s c F v <HL- 0, 3 — 7 MA B L 2 - s c F v < 
LH-0, 3~~7>RXfs c (Fv) J f ,CHOttoWl^^iijfg 
MM 

mflBl. 7(CTfH^L«m7°7^^ KpCHOM2HL-0, 3~7&t/p 
CHOM2 LH-0, 3~7&m-p CHOM2 (F v) 2 ^ ^-^Xf^M^O^ 

^Of^^/iii LTMABL 2 - s c F v<HL-5>, s c (F v) 2 ^'HM 

^51,^7^ =• KpCHOM2HL-5MpCHOM2 (F v ) 2 ^$IJPS^ P v 
u UCT^HbLTEitMK^ U ^tUb^Gene Pulser i&fi (BioRadftSSD 
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A (lOiig) PBS^ lxl 0'»/m 100.75ml ^^ra^^ MdP 
X., 1.5kV, 2 5vF<D&&foX'<J\'X&^1t 0 g.mzX 10&ffl<Dmig.M 
W\(Dtk, hn>J?U-i V$m£Mz.M'&*, 1 0 %<D "7 

^-r^m^t^ a-MEMi^m (GIBCO BRL&M) ^P^«Lfc 0 ~W^Wik, 

5 tg#±?Pr«i;U p b s [it ]) Lftm. io%<o$i'lfe}&km&'£G1rZ 

. i»a-MEM@« (GIBCO BRL ttSS!) £flPx.J#SILfc„ ^2Mig#^ 
methotrexate (SIGMA tfc®D ^Hlft 1 0 nMT"a ttS^lfl |Ii|« L, ^ 
Cf5 0nM, ^LTl 0 0 nM£ M£«±tf Tl^Mtt/c 0 ^ 9 LT# 
btL/c»^n — 7— 3j? h/Ucp-efiE^f^CHO-S-SFM II (GIBCO BRL 

io #&) fcxmmm. m%±.m*&*>. m^m^^^mm^^^Ls hko. 

fcLt, MABL2-S cFv<HL-0, 3, 4, 6, 7 LH 
-0, 3, 4, 5, 6, 7 >%fe%m^mir%CHOmfaRXf"tnb<DCM% 

15 6. 9 MABL2-scFv<Hl-5>Q^7"Wsc(Fv),g|i 
TIB® 2 g^O^Mfe £ <9 tf/ta 6 . 8t1lbtlfcCM^feMABL2-s c 
Fv<HL-5>Msc(Fv),©»|Tofc 0 

<fit§^£l > HL-5Ws c (F v) 2 £, f©#y^yf K©C»F 1 a 
gia?IJ£*IJJlL7c:#LF 1 a g^77^f^7A^P7h^77^W 

20 /Uiii!£fflV^!|tML7c 0 15 0mM NaC 1^5 0mM Tri sHI 
WmW., pH7. 5 (TBS) T'^tHbLfc#CFlag M2 Affinity gel (SIGMA) X 
MLfc*7A (7.9ml) idfiiffa6. 8-e#£>;ft>fcCM (1L) U T 

B S-C^7A$r?5fc^, 0. lM;?'!) ^MMr^ P H3.5-CscFvW 
7Arj^^f±}$*fc 0 #btlfcM^^SDS/PAGE-C^tfTL, scFv©| 

25 fcfc5£«Lfc 0 scFvlM»0.0 1%i/i5J;9llTween20$- 
^P^L, Centricon-10 (MILLIPORE) XM%$^tc 0 : M%fc'tfc% 1 5 OmM NaClS 
t>*0. 0 l%Twe e n 2 0 Srgtf 2 OmM S^SSSfflJu pH6. 0 Tftt bfc 
TSKge 1G3OO0 SWi)7^ (7. 5x6 0 Omm) Kl7W77t D jjfci&O.' 4m 
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1/m i nfs c F v {±2 8 0 n m ©KlRT*^ (±1 U fc „ H L - 5 f4±g t°-^ £: 

tT^-r-^M^, s c (f v) 2 it*y^(D{iLmz-ZM*hm£htc 0 

<8f88ifc2> HL- 5Ms c (F v)^-!'^-^^ YVy? '^4 

5 7^— T?fi % HL-5T1±Q Sepharose fast f low * 7 A (7 7/^->7) 

c (F v) 2 T*ttSP-sepharose fast flow 77 7 A£fflV\ i;iiyHttHL-5 

t s c (f v) 2 x*mc$k&%m^tc 0 

(jB-im) HL-5 

HL-5©CMlt 0. 0 2%Tw e e n 2 0^-atf2 OmM Tr i stil. 
10 pH9. 0T*2fMUt(^ 1M T r i sTpH&9. (HCflgLfc 0 

:©t, 0. 0 2%Tw e e n 2 0 £r£tr 2 OmM Tr i sfitllfl, pH8. 

Sepharose fast flow ts 7 A(C7>tj\ IWIISflrWO. lM^bO. 
5 5M*T*©NaC 1 ©ii[i^»g4gifiT* 7 -M^if JJ -<7°^ K&&fcfcl L 

fc 0 #btb^cilj^^SD S-/PAGE1?^U HL-5&-&tfIi#&&i?\ SS 
15 ZIi©A^ KPdfVT^^'f Mdfl^Tfco 
(m-XS) s c (F v ) 2 

s c (Fv) 2 ©CMil 0. 0 2%Tw e e n 2 0 2 0 raM gftgftggffK, 

PH5.5T-2 Lfc&fc:, 1 Mg^Sfe-C p H£ 5 . 5 ClgHIg Lfc 0 0 . 0 2 %T 

w e e n 2 0 £r£tf 2 0 mM S#llSn$, p H 5 . 5 tfc SP-Sepahrose 

20 fast flow #7 -M^7>tf\ |Rj|gWfR^, Na C 1 ftfiES: 0 7>P>0. 5M£T?£i8l#) 
^±tt\ ^^A^eS^Lfc^y^^^K^^tiiLfc., #b*Wt!f#£SDS/P 
AGEt^ffiU s c (F v) z £"gtfili#£3l*, UltO^^f 

(B— Xfe) HL-5St>'s c (F v) 2 <£W ^D^h^77 
25 ' -Y — 

^-Xm^ltb^TtHL- 5m#RXfis c (F v) 2 i^^^MilO. 0 2% 
T w e e n 2 0 £r£ti> 1 0 mM J) VMM, p H 7 . 0 T'^fHb Lfc W K p 
^r->7^^-Y h777A (BioRad, ^-f7°I) MAP U I^M$fT*#7A&» 
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(iHIt) HL-5M's c (F v) 2 (^yVuiiii 
5 ^ZlXST^btLfc^Pi^^^rtL^Centriprep-lO (MILLIPORE) -eSMiU 

0. 0 2%Tw e e n 2 0&l>*0. 1 5M Na C 1 ^tf 2 OmM MIS, 
p H 6 . 0 -C^Rfrfb LfeSupe rdex 20 0*7A (2.6x60cm, 7 7 )V 
•WT) IC^tffc 0 (C&fitc:, s c (F v)HL- 5S.T>*s c 

(F v) 2 fi^/^~©^^ftmEi:gfc:W t LT?gJ±i£tWc 0 
10 V^i"tLOfflfjK«fem*3V^Tfc, HL- 5^y-7-fi%if^tt}^tL^^^ofcr.<!:^ 

|F v v-Mt'^ 5 : ^ H L — 5 *f *i -v— 3o«fc 1/ s c(F 

v ) 2 «v^-f^ t mas! $ t> 4 °ct 1 * n m&fcmm n $ tut. 

6. 10 HMscFv<HL-5>Q^?-RO'sc(Fv),Cfeg^fett 

15 tm 

ffiM^ftfcMAB L 2-s gFv<HL5 ><D 4 s'c (Fv) 2 Ct b 
Integrin Assosiated Protein (TAP) KlfjC^<£^£$J£1-<5 7P^t 

m h y -£?Tofc 0 t h i AP^^ia-ta^^^eM^fBs^L 1 2 1 ojnb 

J!S (hIAP/L12 10) XttM^ltpCOSl^^-^F7^7x 
20 ^ v-3 ylfcL 1 2 1 0» (p COS 1/L 1 2 1 0) 2xl0 5 i^, 1 Oil 
g/m 1 ©fl^MAB L2-s cFv<HL5 XDV^^r— s MAB L 2 - s c 
(F v ) z , W&ftW t It* / ^ n-t/«MA B L - 2 N feftftHH <t Uv £ 
^1 gG (ZymedM) £JP;i, *k-B£T ^ a.^— i ^ a 1 
Opg/ml©vr)^^ FL AG^ (SIGMA ^±0) £#P;ifc D ^^a^->3 
25 V&t>'»<7)t£; F I TClSS&fcL-e?;* I gGttfr (BECT0N DICKINSON ttSi) £ 
;DPx.fc 0 f?£>f a ^RTjm^(D y iks FACScanSf (BECT0N 

DICKINSON tfcjgf) ^TM3^^SiJ^L7t D 

-tf^^s ffif&MABL 2-scFv<HL5 >^^-WMABL2- 
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s c ( F v) 2 lih I AP/L 12 1 omm\z&g# } \Z&&Ltc^k\z£ >9 , s c F 
v <HL 5 ><DV4^-RX^s c (F vM$t h I APiC^LT^V^fqft^^-T 
ZZbifiTfiZtilt (H4 2) 0 

6. 11 Hf^s c F v <HL-5>0^-7- RUs c (F v),(Pin vitro 7 

ffiMLtcMAB L2-s cFv<HL5 >(D#4 &t>* s c (F v) 2 ^OV^T, 
fc h I APSrJtfi^ALfcL 1 2 10tt (h I AP/L 12 10) &t>*k H 
6iS«ftCCRF-CEM(^f57* h-^iM^An n e x i n 
-V (BOEHRINGER MANNHEIM tfcffii) MlCiD^Stlfc. 

hIAP/L121 0»5xi 0 4 j@fc5VMiCCRF-CEM»lxl 0 5 
faKy fISMAB L2-s cFv<HL5 XDyj-r—* MAB L 2 - s c (F 
v) 2 , m&MMk LX^Z ^D-t;«MABL-2, LT^'fr;* 
I g G ft&M'Vmftn U 2 4 If^l Lfc 0 %<D&, Annex i n - V 

3te£,&fTV\ FACSca nH (BECTON DICKINSON tfcffil) ^Tib£3&Jt£ai£ 
Lfc. ^GD^, MAB L 2-s cFv<HL5 >©^?-lt/MABL 2- 
sc(Fv) 2 lihIAP/L12 10, C C R F - C EM©Mttl:?Pt LtHM 
#^t«55^^Lfc (BI4 3) 0 MAB L 2- s c F v <HL 5 > 

C^?-MMABL2-s c(Fv) 2 lt U©^y^D^t«MABL 

- 2 1 am l t $ *l£ r # h - mm fcm & *ri- s n t a*** <* ntc, 

6. 12 fll s c F v <HL - 5 >Q^7-£[f s c (F v),#rtli^ 

»0ij5. 1 5 l^ot; ©ftKbfc s c F v < HL - 5 

■7-Ms c (F v) 2 ©iiK»$tLfc 0 

* / ? p -t;^fl£MA BL-2 (RH4*N&) TiiJkMA^Ig ~ -5 ©fc*T b 
Tx -*«ttftOMABL2-s.c (F v) 2 M'MABL 2- s c (F v)<HL 5 
>l*MMLtefr^tz. 0 MAB L- 2^^fflV^7cHW©^'bl5<t Av^& 
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6. 13 jj s c F v <HL - 5 >Q^-7-Ms c (F v) hf iliv 

* ^fr -r /WE 3H- 5 fog 

HMI6. 8RXI6. 9^Xi^m. ll!LfcscFv<HL-5>iD^-7- 
5 Ms c(Fv) 2 Co^T, -t«»«Lfc 0 ^I-Ii»j5. 1 
4 (3) -e^MLfck h#Hffi-v!>;**-7vu£fl!^-C, -^^jM 4>m*5^5 x 

mc^^O, scFv<HL-5>C^-7^t;sc(Fv) 2 ©feI0^lf* 

10 bfeo 

^^^{EjoV^TH L — 5^t>'s c (F v) 2 l~£^ vehicle (150m 
M NaCl, 0. 0 2%Twe e nM2 OmM Silll, pH6.0)^<D 
0.0 1, O.UIilmg/ralC^S^U, S-^-*^ 0 . 1 , l^fcfilOm 
g/k g^^S ct 5^^9^^S#b/c 0 £/c, ft.TOv e h i cl eO^t 

15 

t h#g|Bl»M^2 6 0 @ U jfiLfff^OM* W^jCA£E 

L 1 SAia <9M0ij5. 1 4MoT$J;£L/c D ^(T^H, HL-5&^-l¥& 
l^^-St^s c (F v) 2 g^-i|*ic:, ifiLff^^M^^^Sft^^-J;^^ 

20 (H4 5) RUs c (F v) 2 S^-S¥ (El 4 6) *tilftBS ( v ehicle^ 

HL-5Sl>'sc(Fv) 2 ^y f/^E&^T ^iStLfcfetlt^ffi £ - 1 £ 

H»J7 t hMPUcfcf-TSfc btfcftl 2 B 5 OHgtVfcJ&RtfL&V^tfc 
25 ^-tf-#^F v 

t hMP L^*j-T6 t h^y ^ p— ^/Utfcftl 2 B 5©VW^n- K1"5D 

7.1 1 2 B 5 HtlV^£ a — Kl^if fc^D^ 
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t hMP L(C^i-5t: htiiftl 2 B 5 HiV«n- K"f SflHS^Ii, & 
fc&^&SBB^J (ia?lJ#-§-5 5) &/B^T\ ^5'*k h^itfi^** 
©y-^E^J (E£ll#-§- 5 6 j (Eur. J. Immunol. 1996; 26: 63-69) 
tS'li: TlSft- L/fc D Lfc&gE^Jfi-tiJVeft l 5 b p (D^r-^-y y 
5 ?iJ^oi;^C4*©t!)^^utf-K (1 2B5VH-1, 12B5VH- 
2, 12B5VH-3, 1 2B 5VH-4)' fcl#£l]U 12B5VH-1 
##5 7) W12B5VH-3 (ga?0#-5r : 5 9) «ir ^*#fa-C v 12B5 
VH-2 (ia^J#-# : 5 8) Xtf 1 2B 5 VH-4 (|B^J##:6 0) te7>^ 

10 fci «3 7" ->-t?>^y Sitr/t^ ^7*7^- (1 2 B 5 VH-SRtfl 2 B 5 
VH-A) £JPx. N ^<Dit^SrJif|t7t 0 fc*3 % 12B5VH-S (ia?0# 

#: 6 1) fimj^^y^^-T-y-^-sa^jos'^ic/N^^y ^.XU J.O 
Hind uimmMmmmmw£bmc^*fy?&mzm^£?^ $fci2B'- 

5 VH-A (la^JS-^-: 6 2) fi&^T^ t--? HiV»C*C^^- K 
15 -t-S^S®a^J(-^l'^y ^XL, Kt-^bVlCBamH 
I ftJPgg#*mimia?iJ£#o J; 5 «^tiJ2ft Lfc 0 

PCRfKlOOiilll 1 Oil 1 (D 1 OxP CR Gold Buffer II, 1 . 5 mM 
MgClj, 0.0 8mM dNTPs (dATP, dGTP, dCTP, d T T 
P), 5^~y h©DNA^l) ^7— ^ AmpliTaq Gold (J^± PERKIN ELMER %tM) > 
20 2.5 t s 3^ [p mole] -fo^^^y K 1 2 B 5 VH- 1~4£ 

^TU 9 4 0 C©W?^^T9^F^ ; etTi^^9 4°C^T 2#ffl, 5 5°C^T 
2»0'7 2°CKX2%mW>( 9^* 2|3£$L/£JK lOOpmolef 
0^^fij7°y^-v~l 2B5VH-SM12B 5VH-A^M, £6^9 
4 c CfcT 3 0#P H ^ 5 5°C^T 3 OWl/7 2°C^T l#lifl©iM ? 3 5 
25 HlMLyc^, S^^^^H^ 7 2 0 CT'5^-P^PfiL^ o 

PCRi|ttL 5°/offii^D-^^ (Sigma tfc$i) ^i^ttKLfcg, 
^iJPS^B a mH I &1>*H i n d III T$Hb U HW^^^-HB F ~ 
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Amft^tf-fy* 5 K&HEF-l 2 B 5 H— g y 1 btit& tfc 0 

£ bf-, HEF— 1 2B5H— gyl SrffilJRSKSlE c o R I ft&tffcB amH I 
TiUHbU 1 2B5VH^^-K-r^it(5 : F-^f§MLfcm, UFab.HlM 
^^-pCOS-Fdl:#ALpFd-12B5H^Hfc 0 k'hFab 

DNA (Ifl#l#4§-6 3) £PCR&£fflV^ii>gLfc^ t)j#)»^^^^-p 
COSltffAt5:it'ilLfc^^t'fe5„ t hHf^S^fiHEF 
-gyl^i^iU ±IBi:lRl«©^Ttz:-C3Sfi-?-©*HiS:.fTV\ Wsrfy^^ 
10 -t U<yfn VKDS'^cDia^JtW^y ^XU ioEcoRIRtfB 
a mH I $lJPS^*lifS5SB^J^W-rS i 5 raft L/cGlCHl-S (BB?IJ## 6 
4)£ N LTfc hHiSWCHl H7^y©3'S©DNA 

<kt>*B g 1 II ffiiJRBH*»?aiR5te*^5 «fc 5 ^ISIIt U/cG 1 CH 1 - A (ffi 
15 3?U##6 5)SrffiV>fc„ 

KHEF-1 2 B 5H- gylSt/p F d - 1 2 B 5 H £*l5f$1f 
1 2 B 5 U&^%ffi$ i <Dm&WM'Bi.X*T 5 / |feE?IJ&gB?IJ#-§- : 6 6 \Z.7^t„ 
7.2 1 2 B 5 LMj^^ Kl^afej^Ml 
t HMPLI^fSt htfiftl 2B5Lj»V^«Sr=i-Ki-53te^ $ 

(Nuc. Acid Res. 1990: 18; 4927) &&<D V ffi^J (lB^J#-^6 8) ^rifi^t 

- 1 x^ft Lfc 0 Ltcmm%m&iimbw\mc j tM°fo i5b P ^ 

— 7 jxtTE^JStSfoJ; 5 fc4*©^-y =0** i^f- K (1 2 B 5 VL- l , 
12B5VL-2, 12B5VL-3, 12B5VL-4) fc##JU ^ft-t'ft 
25 £EfcLfc 0 12B5VL-1 : 6 9) Rtn 2B 5 VL-3. (BB?U# 

# : 7 1 ) fi-fe y^ia^lj, 12B5VL-2 (ia»^ : 7 0) W12B5V 

l-4 (ia^j#^-: 72) teT^-fey^ia^ij^u y =o<* i'*^ 
.rawm^Mtej; 9 r yty/y ^jy^-^- (i 2B5 
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VL-S&tKl 2B 5 VL-A) *1)UfL s ^ftOit^^S Lfc D 12 
B 5 V L - S : 7 3 ) Itm^y -f -r-T' !J -^HK?IJO 5 ' 5fc«g'fc^ 

-r^y ^xu ioh i n a nifiiijps^i^ia^j^b^^^if y?mm&w 

oj- SfcVSfcl 2B 5VL-A : 7 4) LglV 

'■IB^Jfc&tffcB.a mH I flHJBBlMS&®ffi?!l&J$o,£ 5 fc^ft^Mf+Lfc, 

PCRKJfcf*±lBi:l^3*K:fTV\ PCR^figfefil. 5%i£itt^T#D-;*$V> 
(Sigma tt^) ^ffiV^^tfcfi, fcJPSiflfB a mH I &t>*H i n d III X°mfc 
U tHijgg^^-HEF-gKl^B-^tfc, DNAia^lJ^CO 
10 fg, IELV^DNAl3^J£^i~3DNAl^Jt£l3£! , ^7^ 5 K^HEF-1 2B5 
L-gK^Lt, *^7^-; KHEF-1 2B5L-gK^4tb5WSfife 
1 2 B 5 Lmvfei&V&mmRtJT 5 y ifeiB3?!lSriS^J## : 7 5 fc^l". 
7. 3 Slfi|l2B5-^|Fv(scFv)Offi 

2 B 5^-*|Fvttl 2 B 5 VH-y 1 2 B 5 VLcDjli 

^:76) S:ftJBi-5r t "egSftf Lfc 0 S&fc, !J yi7-|B^lJ(i(G ] y 4 S e r ), 
©1 5T5/gW»P>ft*y ^#-ffi?IJ£:fflV\ SMl 2B 5-*|Fv (s c 
1 2 B 5) £+HigLfc 0 

(1) 1 5 7^K^6*5 y ^#-lE?iJ£fflV^cffi*$l 2B 5-*|Fv© 

20 im 

i 5T'5ygfe^b*«y ^-Mv^fc^ffl|^l 2B 5S»-«fv^3- 

Kf Sfcte^ttl 2B5H|Vta y ^#H!^ W12B5 Lg|V«£ 

4 7fcHg5£#jfc:^i- 0 H«^Scl 2B 5-*^F vOf^|[Otft|C6l©PCR^ 
25 yyf'-r— (A~F) Ufc„ 7°7^^-A, C&t>*E fiir ^;*BB?!I£W U 

7°7^-B, DS.t>*F{iT>^-fe>^ia^lJ^^t-5 0 

H^V«©fc*^mJ^7°7-r-^-l 2 B 5-S (^y^-v^A, E3flJ## : 
7 7) fi, H# y -^-IB^IJ© 5 ' «HC/>^ y y X EcoRI fSJPS^ 
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mmmt*^i-z x ? ki&h- tfc 0 hhv w^foit^ws-fy ^ ^-h u v 

HJ3 (y^-r-B, i3?IJ##: 7 8) fi N H&V^#©C;fc$£ = - K^S 

9) y y*-©N*S^n- Ki-5DNAtc^^y ^xiioHftvi 

©fcft©i^7^^RHuVKl (^7^^D, ffi?lJ#-§- : 8 0 ) ' JJ 
>*^OC*fe3- Kt^DNAlW^!) ^XLIoLiVS^N*fi 

8 1) f±L^v^©N*igSr = — KtSDNAI^yy ^X-fSJ; 5^88! 
I+Lfc 0 LiViitOfcfeOt^?^ L 2 B 5 F - A (7°7^v-F, IB 
$m%-: 8 2) (3, LiV«©C^n-Kt§DNA(Wyy^XL 
E.OF LAG^7"f KSr^— K~t" <5IE£(j (Hopp, T. P. Bio/Technology, 6, 
1204-1210, 1988), 2ffi^flE^ih= K^RVN o t I MVmm%mMtiL&&'t 

B-PCRS|5g^joV>T3oO^A-B, C -DME - F £?tV\ * LT 
J&— P C R htltc 3 otD P C R£$#>£^ti£> g i D T s/ir 
>^y£*/fc 0 T^-f^-A^F^n^T, 15 7-;/^f,^5y> 

2B 5-«F v^3-K1-§^DNA^t|*Sbfc 
-PCR) 0 /ji4b\ ^-PCR^joV^Ttt, Si^l2B5HiVtl^3-Kt 
5/77?KHEF-12B5H-g Y l (H»J 7 . 1 , G 1 y Gl 

y Gly Gly SerGly Gly Gly Gl y Ser Gl 
y Gly Gly Gly S e r *> 5 ]) >jj HW$£ =1 - K1~5 D N A 
SBM (IB?IJ##: 8 3) (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 
5879-5883, 1988) *-&kX'J&% 7 7* 5 K p S C F V T 7 - h M, 2 1 (thSHb 
ON S -M 2 1 #[$:) (Ohtomo, T. Anticancer Res. 18 (1998), 4311-4316), 
RUftmj&l 2B 5 L#tVM£=>- K-r«.7°7^5 KHEF-1 2B 5 L-g K 
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Wi-PCRm.V%<DWmS Op Hi, 5p] ©1 Ox PCR Gold Buffer II, 1. 
5mM MgCl 2 , 0.08mM dNTPs, 5 y h ©DNA/f ]) J y — 
if AmpliTaq Gold PERKIN ELMER M), lOOpmo 1 efO©#^7^ 

5 ^I/lOOngC^HSDNA^lU 9 4Wi»T9^rif L 
Tte9 4°acT3 O^ffl. 5 5°C^T3 0WRt>*7 2°C\CX 1 ftfflWJ t 
i\>* 3 5 Ltcm. SOfril-g^MK: 7 2 °CT 5 ftffiM!& bfc D . 

P.CR£fife&A-B % C-D, R{J«E-FlilZPCRt7yt^!J Lfc. 
®~PCR^*3V^T, LTlp 1 ©ff-PCR^JfttlA-B, 0. 5p 1 © 

10 PCRSJSfeC-D&t/lp 1 ©PCR^feE-F, lOjilClOxPCR 
Gold Buffer II, 1 . 5 mM MgCl 2 , 0.0 8mM d NT P s , 
©DNA/K V J- 7 —if AmpliTaq Gold (J^._h PERK IN ELMER *±®D ^"a^-f 5 9 8 
Hi ©PCR*l-gii££, 9 4WI»-C9«ltftfc9 4°C^-C2^W, 
6 5°Ci--C2^mt> < 7 2 < C^T2^F H 1©^'l'^/^2lH]MLfc^, ^ fourth 

15 lOOpmol efo^7^-7-AMFyBifc 0 ■£ LT 9 4°C^-C 3 0# 
Pal, 5 5°C^T3 0W^t>'7 2<UcT1#Pb1©1M^/I'£3 5lE]£^Lfcf&, 

Rfom&m* 7 2 °ctc-c 5 ftmtom tfc c 

^rPCR(a>]4DfcDNAt|}t^l. 5%«7^n-7^ffl^t« 
ML, E c o R I &t>*N o t I "CrPHbU #btbfcDNA|$rjt£p CHO 1^ 

20 ^-fei(;pCOSl^^- (#fl¥8 - 2 5 5 1 9 6) {Z? v Ltc a 
ftfe* *l§?a^^^-p CHO DHFR-AE- r vI-I-PMl - f (WO 

9 2/l 9 7 5 9#i) 7>b, E c o R I Rt/Sma I SfttJ; ^Mfs^^ 
glJI&U EcoRI-Notl-BamHI Adaptor (M^±®1) £ 
iiiig-fanirfcJ: ^fSbfc^^-"^^ DN Alfi?iJ&;£©t£, f?«i 2 

25 B 5~*^F v©]ELV^T$ / ®?ia?iJ£ ^ - K1" 6DN AWtf^'a tf^y* 5 K 
£pCHO-scl2B 5R(j«pCOS- s c 1 2B 5 Lfc 0 
K p CHO— s c 1 2B 5WpCOS- s c 1 2B 5 ^£;h,6f¥lfij$ 1 2 B 

5 f v ©itsiami/r ? y ^ia^j^ia^J#^ : 8 a ^-t 0 



WO 02/33073 PCT/JP01/09260 

62 

7. 4 W)Mm&Rl^tc&l 2 B 5ffi& (UG, Fab) M'-»iFv^ 
1 2B 5£t#; (IgG, Fab) &t>' 1 2B 5 #L$:Ei3&<D-#ilF v (/1f]J^ 

5 cos- 7m^m^tz-m^mm^(D^ o^Lxn^tz 0 -r^t>h. 

Gene Pulserlgfi (BioRad ftiU) V^c^ h n # U-i/ 3 <fc >9 it^ 

■?$ALfc 0 12B5Rft (IgG) <D^ii,^fi«0^ii,-<^^-HEF- 1 

2 B 5H-g Y lMHEF-l 2 B 5 L - g k & 1 Oji g T o£ N 1 2 B 5 F a 

bmft^^cnp F d - 1 2B5H£HEF-12B5L-gK#l Ojig-fo 
10 -*|Fv©WipCOS - s c 1 2B5 (1 Opg) ^PBStfflL 

fcCOS- 7» (lxl 0 7 »/m 1 ) 0.8ml IC^U ^a^? H-AP;!, 

1.5kV, 2 5iiFD<D^a^X/^/U^^-^x.fc 0 M^T 1 0 ^©IHIIWPhI 
<E>1^ h pjKl/-i/3 >*^aai$tbfc*BflaS:x 1 0%©?Vj&J,Wf£-^fr 

t^DMEMJIft (GIBCO BRLM) Ktox.m&L1t 0 M£PB 
15 S-e— Ulifc^U ^tilili^iCHO-S-SFM iHtl^Pi, £kt~2 

HBBJ»*Lfc 0 l$*±?f^jt^UM»^^|^*Lfc^, 0. 2 2nm«7^;V 

£fc, 1 2 B 5ta^ft5t5©-*^F v (tfy^^K) ©tltWCHOlfl 

pCHO- s c l 2 B 5|gia-<^^-^TI5oJ: M-CH 
20 om^mB^mALti. 

i-tefrh. Gene Pulser (BioRad &M) SrfflV^c^^"? hn/i?U — -> 3 > 
feti !) C HO»tiA lfc t ftiJPSHSf P v u I X«m<k bff^ 

tKklb/cDNA (lOOiig) iPBStlilfcCHO« (lxlO'lDS/ 
ml) C0.8ml Lfc © MdJP^Tkf T' 1 0£f B 1f£fiLM, 

25 1.5kV, 2 5iiFD^g^T^^^^-^fc 0 ^SatCT 1 0 ftffi<D\si&%lffl 

t5CHO-S-SFM II (GIBC0 BRL tfcSf) !^OX.i#« Ufc„ ^i20tt5 
n M ^hhW-h (SIGMA fcbJK) t,Xf\Z. 10%? M&J£lMt£r^tf C H 
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O-S-SFM II (GIBCO BRL.ttM) \ZX&%£L1t B '& btltc? o-yfCOV^T 
ZmAV^^ v-y%l 2 B 5-«F vtDM^mJkWt LXfflRLIt. 5n 
h hV=¥f— h (SIGMA fctjJ) ^r-atf^lk?flt%CH.O-S-S FM II 

(gibco brl #m) Kxmm^ mm±.m*Mfr, wbtiMfctymtimftzm 

7. 5 CHO«M<Dl 2B5fe^-^iFvg)il 
7. 4-Cl#btufc 1 2 B 5— v3BSCHOj^tt©Ji£±?&fl»&©& 

(1) fiFLAGttfl£*7A 
10 . i§t ±?f ii, PBS T*¥lHb Lfc^ F L A G M277-f=f>f^ (SIGMA 

M ( P H3. 5) T*#^«;f L/c^S|C£^!±jL/c 0 ^tHW^fi, ^tH^tt 
^ClMh y^^flfr^ (pH8. 0) ^n^T^fPL/t, SDS-PAGET 
ittW^^lfL, -*®F v«t§£tLfcli#£ Centricon-10 (MILLIPORE *± 
15 fit) £ffi^T«b/c: 0 
(2) y^ii 

(1) 0. 0 l%Twe e n 2 O^ifPB St¥ttbfcS u p 

erdex2O0*7i (10x30 Omm, AMERSHAM PHARMACIA fil^) fcfflia 
Lfc 0 

20 scl2B5ii20(7)tW (A, B) iZ.ftfrfrX&&Li£ (04 8Sr#fi8) o 

I^Av B£ 1 4%-SDS-^y U/UT 5 Ky/UHB^X^tfrLfco 
•ffr&i&TufflWM. ^ftfllL, Laemml i DTt;M»Rj£ 

25 lkD(^-AyK^4ifc 0 i5MMB^Supe rdex2O0 PC 3. 
2/30 (3.2x300mm, AMERSHAM PHARMACIA *±®D ^V^c^iti®^ <fc 
9^«fLfc^ % a^AT'(iI i ^(t±C9^-?a^]4 4 kD, ili^-BT'li[5]2 2 k 
D^mttiZfotc m 5 0 aMb £#f$) 0 £*±tf>il£*J&»b* I^ABsc 12B 
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7. 6 v(OTPOi7^ h^tt^j'J^ 

t MPO» (MP L) Z^-fZB a/F 3» (BaF/mpl) f£*H-5Jf 
StJSttfc SUFI'S :tiaot, #CMP L-;£$$tf$©T P OigftSrlflLt. 
5 B a F/Mp l 1 % !^>JfciEiktif (GIBCOttSi) fc-^ipRPMI 16 4 

0i#J4 (GIBCOttl^) t?2|ElJ5fc^Lfc©*> s 5xl0Wml©»SS^/£ 
Z>£0\Zt%mcmmLtc o mMPL-Tlc^frtfclit MPO (R&D Systems 

5 Onl ^nx:T9 6^^^ p ^^/^Igyv- h (Falcon |±|l{) fcl#i£U 
10 C0 2 ^ydf-^-<-^- (C0 2 M: 5%) -e2 4n#TO#tyt 0 WS 
T-8fs^ (Mti^l S F : 7^ f 7 ^ tH) £1 OnlAP^ ff^ 
MTfettftSff SPECTRA Fluor (TECANM) ^ffl^tMft4 5 0 nm, St 
1^6 2 0 nm©Mj££$iJ£Lfe 0 C 0 2 ^^-<-^ - (CO,It: 
5 %) -t? 2 0#P^-f ^=*r^-<- [> Lfcf&, SPECTRA Fluor ^ffiV^TMiJ^^4 
15 5 0 nm x ftttft 6 2 0 n m©P«^£$j;£ Lfc D WST-8»4»t 
KlfSCT}fcK4 5 0 nmO^«^it5:^^> 2H#^©5SM«^Jg 
i^BaF/Mp HimStt^^©ct9t^ttSLfcED5 (Mfi^ =fc 9 fMffi L;/c D 

/c«S£^J» 10 0%t L/c 0 £j££f3 5 0 %M©t{|i:S^<ilWR 

5 0ffi<hLfc 0 

1 2 B SirLfls^^-^r^^^itfc C O S — 7 ^S©^#±^f?rfflV\ MP L 

1 2 b 5 i g Gx*i$^mfefrmmytig?>±%-m%tbbfrT poi©t 

25 L (ED 5 0 ; 2 9 nMh fcJW.1fg&m±tf-{®r*fc 

5 1 2 B 5 F a b©T=^* h^#te#fe|^t>©T*£>o7i (ED 5 0 ; 3 4, 
7 2 4 nM) D ^tU^ftU F a b t W^KJ^^«^-0^fc5-«F v. 
(s c 1 2 B 5) {Cib^TfiED 5 OMri* 7 5 nMi:i^7^7 hffitt^S* 
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c 1 2 b 5(Dft?mzmjkLtzffi^ mfr^mmtk c^y-^-) 

v-©scl2B5^MM|L (0 5 0 £#{$), -^ft b<£MP L^-fS 
Z^'-* h?£t££»Lfd£J^ 1215 1&1>*5 2\£7F-t£?Ks c 1 2B 5^7 
v-tliED 5 01^4 4 3 8 . 7 nMi C O S '- 7 »Oig«±?if £/^7U£Jil 

10 £}$o— ;fc#|F v (scl2B5^-7-) tll-tt©scl2B5^L»4 
0 CHg^T^;* ^'I4£^bfc (ED 5 0 ; 1 0. 1 nM) 0 £ Bl-, 
-*iFvfttt MPO^BWa 2 B 5 I gGOT^ hSttt Ir!^ <b L 

15 ^<omm 

5DNA^©i9(aXiiLfc 0 

8.i i 2 e i o Hflt5T%1gftBfr g - K±safc±^Ml 

t hMPLi^fSt hfttfal 2 E 1 0 HfiH^^^ra- K"f53S^f4 
20 WO 99/10494 ^1B*4©T 5 y &BB?IJ (BB?U#-§- 8 5 ) &g£BB?lJ#-§- 8 

—IB^IJ (IB?lJ#-^8 7) (G e n B a n k accession No. AF06 

2 2 5 2) *&&tsi£z>z.tx*±$:<Dm.mzn$:m}-Ltz B ^Ltcumzmt 

% fourth l 5 b p<D*^s<^7y7%£ffil&ft'D&?\z4*<D&}) 
25 (12E10VH1, 12E10VH2, 12E10VH3, 12E10VH 

4) (C^fiJU 12E10VH1 : 8 8) M12E10VH3 (IB 

■ 9 0) i$±>X%faX\ 12E10VH2 (BB^J#-§- : 8 9 ) RU 1 2 
E10VH4 (SB?IJ#-S§-: 9 1) f±T Lfe 0 
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fifc*-y Kfi^ft^n^ffitt^J: D7ytyyy 

7>T^"- (1 2 E 1 OVHSM'l 2E 1 0 V.HA) fcAPx., £:ft©jH£-?-£if 
4>IL/c 0 fcfc, 12E10VHS (iB8l##: 92) \tm1o^y 4 v^T JJ 

5 =« If y ^ Ifl?iJ£rf$o J; 5 fc, * fc 1 2 E 1 0 V H A (@5?iJ#-*§- : 93) 

JLo^y^^^ h--r-Efflt£bmzB a mH I WRmmmmz&i&n^ £ 5 « 

PCR^lOOplli, 1 Opl ©1 OxPCR Gold Buffer 
10 II. 1.5mM MgCl 2 , 0.0 8mM dNTPs (d AT P, dGTP, 
dCTP, dTTP), 5 3.-7 h G9DN A/K y ^ 7' — If Am p 1 iTaq 
Gold PERKIN ELMER tt®!K 2. 5 t 0 3^^-f o©£fife;*- V ? V 

K12B 5 VH- 1~4^U 9 4°C©M?£S^-C9^rfl^b-r^^ 
9 41CIC-C2^ffl, 5 5°C^T2^^S.'t>'7 2°CKX 2 ? 2\alR 

15 ^Lfcm, 1 0 0 pmo 1 efo©Ml7"7^-7-l 2 E 1 0 VHSWl 2 E 
lOVHA^M, $b('9 4°CfuT3 0#FI, 5 5 °C^T 3 0 W&O* 7 2 °C 
KX 1 ^^©if-Y ^/^35 HSU LfcfJL SJE&S^'teSrlE^ 7 2 "CC 5 

PCRMlll. 5%iSa^r^n-^^U (Sigma ttffil) ^^V^MLfc 
20 & % ftlJPSIf^B a mH I &t>*H indlll T^PHbU t h HgB8^<* 

EF-gYl(^o^y^'lfc 0 DNAlS?!l#;££>& N iELV^DNAlB^JSrWi" 
5DNA»f^-S:^tp7 P 7^5 K&HEF- 1 2 E 1 OH-gyl t<fr& Ltc B 

£ bid, HE F- 1 2 E 1 0 H- gyl 4r*JRB^*E c o R 1 ftfctffclB a mH 
IT$HbU 1 2E1 0 VH^^- K1--5iieT^«L^m, UFabHl 
25 «^^-pCOS-Fdl:jfAlpF d- 1 2 E 1 0H£#fc„ fcib\ t h 

Fa bHm&^tf-nt b^Hmvmmt^mm^^-h'i-^mi^m 

SrgtrDNA (I£?iJ#-5§- 6 3 ) fcoV^T P C Rfe£/B^Ti|(f Lfctg, t»fflfl£ 
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. ^WiHEF-gyl^iltU ±IB£IIIfli©&#TfcT5t&^©JglI&fr 

EcoRI £t>*B a mH I f&JIKB^&flSBfll&^rf 5 «t 5 K^tt IfcGlCHl 
5 -S (E^iJf ^6 4) ^7>f^iLtt hHlM^CHl 

>03'SODNAIW^!J^XU .Rot y^@JSO— §BSr = - K-T5BB?!k 

znB©#it= K^ssiu^B g i ii mmmmmm.mt^-r^xo ^h-l^g 1 

CHl-A (13^J##-6 5) £J3V^c 0 

FHE F— 12E10H — gyl&^P F d - 1 2 E 1 OHHt^tlS 

io sifii i 2 e i o Bi^i^©^sia^j&^7 ^ / @£@a?ij£ia?ij#-^ : 9 4 ^ 

8.2 1 2 E 1 0 Lm^Sra- Kj^&Mj^M 

t hMPLt^tSt hfcfcftl 2E 1 0L|^»n- K-f 5 l&fc^l* 
WO 99/10 494 (ClB^^T 5 7 mffl (M$m^ 9 5 ) £S^ffi?lJ#-5§- 9 

— IB^IJ (IB?!I## 9 7 ) (Mo 1 . I mm u nol. 1 9 9 2 ; 2 9 : 1 5 1 5- 

1518) ^ii^$^§^<bT^ftL/c 0 u7c^s@a^ij{i±fB<b mm^tti 
t'tbi 5 b y^un^n^i. o\^4Jf<Diry k a 

2E10VL1, 12E10VL2, 12E10VL3, 12E10VL4) \Z.' 
20 ij U **b-eft£fife Lfc 0 1 2 E 1 0 V L 1 (iB3?iJS# : 9 8) JkU 1 2 E 1 

0 V L 3 : 1 0 0 ) liir^ER 12E10VL2 (ia?iJ#f- : 9 

9) M12E10VL.4 (mm^: 10 1) \XT V ^ir >*Ifl£iJ£^ U # 

7"7^v- (1 2 E 1 OVLSS^'l 2 E 1 0 VLA) £#P;t, 
25 ±|i|>SL/L 0 12E10VLS (lfi?0## : 10 2) am^^y^^-VV 

5 ' ®-^-f /!1^XU loEcoRl f|!lJPBSMS©S$iE?Ufc 
= ^^la^J^^FOj;^^, ^fcl2E10VLA (W$m% : 10 3) fif£ 
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PCR^«±IB<i:|6l^^tTV\ PCR&$«1. 5%{&M&Ttfv-X7/l- 

(sigma %m) &m^mmLtc&, mmmmEc orisi/b i n itmu 

5 DNAga»£<9& N iELV^DNAia^J5r^-t5DNA||!f>H-*'atP7 D 7^5 KSr 

mmmrnE co ri t*«u hei o Lrni^m&w^ b^^ym^nm 

^^-Kt^Ifef^HL, ^bl'^^^-pCOSllcjfAU 12 
E l 0 Lilfii^ (ia?iJ#-§- : 1 0 4) 5r^o^7^5 K£pCOS-l 2E 1 

10 8. 3 Ml2E10-^Fv^i 

Stl^l.2E 1 vfil 2 E 1 0 VH-yy*' 1 2 E 1 0 V 

?IJ#-^: 10 5) i:-C^|+L7t 0 y (Gly 4 Ser) ,. 

(Dl 5 75yi^b^5y^-ia^ &fcf*£ (G 1 y 4 S e r) 
15 Hj&»P>ft£ U >*-ia^V\ Sltj&l 2E 1 O^F v (s c 1 2E 1 0*3«ttf 

d b 1 2E i o) zmmLtt, 

(1) 57; yjfea>g>&5 y ^*-jBfl]frffi^fcfffl*figl 2E 1 0-^Fv 

20 K-t-sins^te 1 2 e i o umvmmz =»- Ki-sat^© 3^ &t>- 1 2 e 1 

0L^V^^^-Ki-a»^O5'^tC (Gly 4 Ser) .^bfrSy^- 
<IU ^-TSCliitcJ; !)fllt&Ut 0 Stflfifcl 2E 1 0-*iFv(D»fcK) 

HiV»/c*^H*7°7-Y -7-ii 1 2 E 1 0 S (7°7^?-A, 
^ : 10 6) £/BV\ Hmv mWUDltltXD&jj 7 7 4 -r-DB 2 (^y^-B, 
I3^iJ#-^ : 10 7) li, HiVi^C»^3^-Kt5DNA(W7!J^ 
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XU J.O (G 1 y 4 Se r) 3 U ^tf-fca- KT54l£iB?IJft ^IC 

L^v«<£>N3cffi£:n~ KTS&SIB^JfcWTSJ: 5 tetmtfc.. 

L^V^^TcfeOmJ^-yy^^-DB 1 (^y^^-C, 1B?!I## : 10 
8) liL»V^©N*«84:3- KfSDNAM^P ^XU Flo (G 1 
y 4 S.e r) , 7> P, ft 5 y Vt> -£ a - KT5&gE?Uft £>tf fcH&Vffiifi© C5fc 

>fvH±12E10PA (T^-f^-D, mtm^r: 10 9) fi L gT^^c C 
KTSDNAKW/y ^XU loFLAG^^- KTS&ggS 

■&fc 0 ^jc, ^y-r^-ARt/D^o^-r, 575 x^b&s y y77-£j^ 

ttWto&l 2 E 1 0-*|Fv^n- KT5£ftDNA&i#ipgL/c: (B-PCR) 0 
ft*?, Jg-PCR^&^Tfi, SMl 2E 1 0H|V«3-Kt§/7^ 
5 KHEF-1 2E 1 OH-gyl (UMI 8 . 1 £#HB) Xtffflfcfife 1 2 E 1 0 
LiVifea-Kt5X7^; KpCOS-12E10L (HJ£$! 8 . 1 

^-PCR»M50pl(t 5ulO10xPCR Gold Buff 
er II, 1. 5mM M g C 1 2 , 0 . 0 8 mM dNTPs, 5=l'~ y V<DD ' 
NAJS!)>7-fAmp 1 i Ta q Gold (£*±PERKIN ELMER .ftfit) , 1 0 
0 ea^/^-fo^^^y-i'T-StKl 0 0 n g«S!DNA^fU 9 4°C 
0MfiS(CX9^1^ LTftfc 9 4°C^T 3 0$J?K, 5 5°C^T 3 OW^O* 

PCR»A-B (4 2 9 bp) Rt/C-D (3 9 5 bp) lilZPCRT* 
7 5/ir^^y L7c 0 M~PCR^jo^T, LT lp.LT ocDjjf-P C R^J& 

$jA-BXl*PCRgjfcifeC-D» lOOtb^fo©^^-?- 1 Op 1 
©lOxPCR Gold Buffer II, 1 . 5 mM MgCl„ 0.08 
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mM d NT P s , 5 y F©DNA# V * Am p 1 iTaq 

Gold (^±PERKIN ELMER t6 9 8n 1 (DPCRM&m%, ± 

D^Cfc 7 9 5 b p (DDNAlHrjf ^COV^ 1 . 5%&m&Ttf 
n-^yVu^ffi^TMbfct, E c o R I &tfN o 1 1 xmitL, nbtltcD 
NAKfrjt?rpCH0 1-<^^-^fc(±pCOS 1 9 — u—^y-if Lfc, 
ft*3, ^M^^^-pCHOlIt DHFR-AE-RVH-PM1- f (WO 
9 2/1 9 7 5 9#fi&) ^b, E c o R I MSma I MffefcJ: 0#Mfttfc-?£ 
Sfll&U EcoRI— No t I— BamHI Adaptor (Sigjftt®!) £ 

B 5-##F v©JEU^7Sy|fega?iJ£3-- SDNA^Sr^tf^y^ 5 K 
&P CHO - d b 1 2 E 1 <K WpCOS-d b 1 2 E 1 0 Lfc„ 
7*5 Kp CHO- d b 1 2 E 1 OMp COS-dbl2El 0^*tt5?¥ 

M12E1 o-#§if vcommmmiT % jmm%Emm% -.no ^ 

"to 

(2) 1 5 7^yjfe^P>^5y>^-IB^J^V^??«^l 2E1 0~»jFv 

- Ki-53l^ttl 2E 1 OHlVlill^- K-f £itfc^tf>3'^ 1 2E 
1 0 L<iV^%=i- K-r5itW(D5'SS^^tim (G 1 y 4 S e r) 
5 y ^#-£=>- Ki-S^SBB^JSrf+AP^-er/tit^fcov^T^ ^tb-^ftPCR 
SsSrEwOttlU 3n&-t5££K:£!3flM8Lfc„ ffllfill 2E1 0-*|F v 
©f^SiWfcftlC4<B©P CRy^-r^- ( A~D) £l£JSL.fc 0 yy-T-^-AS. 

K0.Vm^<Dtcfr(Dmi57°y ^ 2 E 1 0 S (T^f^-A, @E?lJ# 

: 10 6) &/BV\ H^V^tofc^^f^^^^^-s c 4. 3 (T^-r- 
B, BB^J##: 111) fi v H^V^©C3|cSSS:3— K-TSDNAtzi^^JJ 
^VXU Jao (Gly 4 Se r) 3 d»bfc£ = - K1-51fegE?l|fce> 
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Lmvm^tcibfDm^yy^^- s c 1. 3 (^7^v^C, ffiW : 11 
2) liLlViJ|©N«^3^Kt5DNA(:/^yD^XU &o (G 1 
y 4 Ser) 3 ;6^&5 y ^*-Sr3- K1"54g£Ba?ij3te&m^H^V^©C* 

-f "V— f± 1 2 E 1 0 F A (^-f-e-D, 10 9) f* L gPTgWilc C 

.10 R^b#bixfc2ocDPCR^«^^tbbSfr©1 : @ffittie:j:<9T^-ty^y $ 



1/^cM^l 2E 1 0-*|Fv^3- K-f 5£5DNA£i#*§ tfc (^PC 
R) 0 P C R CfcP t ft, SIM 1 2 E 1 0 F v ^ 3 - Kt -5 7° 

7^5KpCOS-dbl2E10 (Htfe0»j8.1 (1)^#B^) ^iliLtffl^ 
15 f: 0 

I-PCRiWt50nl(l 5n 1 (Dl OxE x T a q Buffer, 
0. 4mM d NT P s , 2. 5 y hODNA# U ^ 7— t?T a K a R a 

ExTa q (£t±S@3t*±§!Jh 1 0 0 t°=3 ^/U-fo(D#7°7-l' ^^RXJ 1 On 
gtO^ftlDNA^tU 9 4°C(D®MUmzX 3 0 LT&d 9 4°C{<1 
20 T 1 5 Sfffit/ 7 2 °C^X 2 #(SJ©iM * 5 0, 9 4°C^T 1 5 7 
0°C^T2#l?i1<7>-!M;7yu-£5|£K 9 4°C}£T1 5?>fW6 8°C^T 2frffl(D 
-V-4?fr%2 8MLfc|, ^M-a-fe?rM^7 2°C-C5^»Lfc 0 

PCR»A-B (4 7 7 b p) (4 4 7 b p) lilZPCRt' 

Tyir^yUfc m~PCR(Cjol,NXs Hit LtlpLf o©^-PCR^ 
25 ^A-B&T>*PCR£J&fcC-D, 1 0 0 t^^yV-fo^^^-f^^A/ir/D, 
5jil ©1 OxExTa q Buffer, 0.4mM dNTPs, 2.5^-=j/ 
^DNA!K!J^7-fTaKaRa ExTaq (J^SfgitM) £i^U 
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3?~PCRtCj; 9£i:fc8 2 5 b p ©DNASrtffco^T 1 . 0 7 # 

a-*4VHS:/B^T*t8!lU EcoRIRtWo t I«U ^^fcDNA 
WJtSrp CHOl^^^-ffcttpCOS 1^* — n^ = :^Lfc„ DN 
AiB^iJ^©^, S#J*1 2- El 0— *$(F v^jELV^T $ ygfcjE#l&=» — Ki" 
3DNA»rJt££tP:/7.xS K£pCHO-s c 1 2E1 OMpCOS-s c 
1 2E 1 0 Lfc„ ^^7^=: KpCHO - s c 1 2 E 1 OMpCOS- 

s .o I 2 E 1 0 1 2 E 1 0-«F v <D±&SIfl?ij&t>*7 S /gfe 

la^j^ia^j^-^- : 1 1 3 ^TK-n 

8 . 4 i^»£fflV^c# 1 2 E 1 Qfrft ( I g G, Fab) K^|F v 
1 2E 1 0» (IgG, Fab) ft&tffc: 1 2E 1 OftW©-*|Fv 

(y >*-ia^j5 r 5 i57^;i) iicos-7ijstL<(icHoa . 

ne Pulserl I (BioRad #M) fcfflV^/L^l^ h PJtfl'— Vfe 

ft «t »3 iH&T-^A L7t a 1 2 E 1 OiJWfc ( I g G) ©SB^teLfilffiiB©^^ * 
"-HE F — 1 2E 1 OH-gylM'p COS-12E10L&1 Opg-fo£, 
1 2E 1 0 F a b^JtW^l-tep F d - 1 2E 1 OH^ p COS- 1 2E 1 0 
L#l Opgfo^ — v«|-l±P COS-scl2ElO (1 Op 
g) *fcttp.COS-dbl2E10 (lOpg) ^PBSiciILfcCOS-7 
»S& (lxlO'Ui/ml) 0.'8mif:i^LfctO^ a ^yK:M % 1. 
5kV. 2 5pFD<D«^T^VW*£4-x.fc D Ifittl O»0» B 1©|, 

hP^U- ->3 ^S$tb7t«^ N 1 0%©!> V^jfc.tf^Wi-5D 
MEMi^ltU (GIBCO BRL *±M) ^D^#L7t 0 »PBSt- 
£ bJc^lfc^tfilCHO-S-S FM I I J&iffi (GIBCO BRL M) M 
x., ££>(£3 BTOi|Lfc 0 M±?*^ji^L«»fe^|^*L7cm> 0.2 2 

^fc, 12ElO»*©-^iFv (*Ky^;/?-K) ©H^^iaCHO 



WO 02/33073 



PCT/JP01/09260 



73 

1toB&&i$:ffi&.-tZ1tlb^ p CHO- s c 1 2 E 1 0£fc(ip CHO- d b 1 2 E 
9 9*-*^ Gene Pulserl I gfi (BioRad f±$D ZM^^tc 

^u? b^7fsu~-i/a ^m^^ v cho«^*{5^al/c 0 p v u i m<b\z. 

5. «fc <9*§M£k:L7cDNA (lOOng) t PB S Lfc C HO« (lxio 7 

HLfcfih 1.5kV, 2 5nFD^i^T^y^^-^x.fc 0 ilCTlO^l 

«i*bt>*«^ff5CHO-S-S FMI (GIBCO BRL tl) 

HO-S-SFMI Iigift (GIBCO BRL ft:®!) tCTi^*Lfc 0 P-i'U: 
Ol^T^W^V^ D-^l 2E 1 0-*iF v©MW^ L«b 

it, :o»liWCHO-s-SFMi imab (gibco brl tfcHt) k ■ 

TJ#«^ ^*Jt»«r&«\ iS'C^HtfCJ; ^fflM^K^HC, 0. 2 2nmG9 
15 7^yu^-Srii-t-^tTi&*±^.|IS8!iLfeo 

8. 5 CHOiiaMOl 2E 1 Oj^^jF v tPftlS 

$mM8. 4f#fc-*iF v^CHOlil* ( s c 1 2 E 1 0, dbl2 
ElO) ^ft-eh^Jfcgifl^bffiF LAG»7A, &t>W^3i®#7^&- 

20 (1) ftFLAG&f^7i**:/fi^;fc*t$i 

*SI±?|| ( s c 1 2 E 1 0, dbl2E10) -fcfrb^ft, 1 5 OmM N a C 
1 Srafr 5 OmMMJ x-£m.WffiWl (pH7.4) KXmitLfctfi FLAG 
M2 77^=f^yyl/ (S I GMAlii) U TOMT^^i^ 

1 OOmM ^^VyflW (pH3. 5) "C* 7 -M-M LfcS 

25 sHiLfc, mmmftitmhiziM hvx-m.mmm ( P H8.o) ^ter^fn 

L7t 0 SDS-PAGET*#&ttllII#£#flrU -*iF v /^tfS^tlfciHT^ 
"ttb-t'tLy— yUL, Cent r icon- 10 (7 5^>|±© ^WTfi2 0 
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(2) y>M 

( 1 ) (Omft*. 0.01% T w e e n 2 0 "a tl PBS X*¥-Wit L/c S u p e 
rdex 20 0HR*7^ (10x30 Omm, Amersham Pharma 
c i alii ) K:»Lfc 0 ? P-r h^7^*05 3*3«fctf5 4^7*1% 
5 scl2E10m^tt2o©t"-^ (A, B) (@5 3) 5 

dbUElOTU 2oc£>t: 0 -^ (C, D) «W£ft/c (0 5 4). Ztb^fo 
(Dt'-tmftZftfoU W7U%mM, Laemml i 

3pD-c^*f&*ffv\ ^iilSI^^v^yy !J7yh/;wjfe6Lfc„ 

IS 5 5 JC^-^-J: 5 Jd % H#A, PJ^-B, ®^C, M^DV^jLtSTcffll©^© . 

®5>Stv. mfifcWS uperdex20 0 HR# 7 i*&^fcy/U5iiT*##f Lfc 

ife^ W#Af*jLiW±©#^fl;fa2 0 kD, ©#BOT4 2 kDWgtti£*lfc 
(H5 6M) 0 M&CfcULfl>tt±©#^S;*&6 9 kD % M^DfiP4 1 

kD«til$^fc (H5 7£#|f) ^±<2^»e^ s c 1 2E 1 0&%<DW£ 
15 A\t-^m.¥ v (D^^m^y^ ^-X\ ®£.Bft-#g(Fv<£>*y 

9, d b 1 2 E 1 0 i*©I^Ctt-*|F v C^t^^tt h !) 

MftD f±-#& F v <D^Wfe^*V 5 £ t TfiTfitit £ *lfc 0 

8. 6 #S-^F vPTPO^T 
tMPO» (MPL) ^Mt5Ba/F3« (BaF/mpl) (C^-TSii 
20 mig&Zmfe-tZ fop 1 t P otottofFflSSrf? 

B a F/mp 1 l°/o^«II (GIBCOftM) £r£trRPMI 16 4 

OigKil (GIBCO&M) T'2Hia#Lfc(D^, 5x1 0 5 HJj&/mL©«MlC^ 
5«k5fC^JfeM«8L^ 0 ^MPL-*i»fc(ih hTPO (R&D Systems 

5 0p.L»^T9 6^^^^D-7^yHpj£yi/- h (Corning t±M) (C^U 
CO^y+a^- (COgSS: 5%) t2 4^««Lfc, WS 
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^SSftftStt- Benchmark Plus (BioRad QM) V^Tttfcg 4 5 0 n m, ftli 

5 5 nm(DP«^^SiJ^Lfc 0 C0 2 ^^^r^-<-^- (C0 2 || : 
5%) T^H^Fs^^^^.^- KLfc^, Benchmark Plus ^/B^TMPJ^feS: 4 
5 0nm, »§6 5 5 n m(D«;tSr$iJ£ Lfc 0 WST-8^l^»fc 

a F/mp 1 HM«&fl«Lfc 0 

#ii 2 e i ofcfcft?&^m>£ttcos-7mm<Dmm±m&mi<\ mp 

7^ (d b 1 2 E 1 0) *5j:t>'l 57^;i (s c 1 2 E 1 0) 0-*|Fvt 
tC*f t (ED 5 0 ; -e*Ve*L9 pM^cfct/S 1 pM), 1 2 E 1 0 I gG*5J;t>*l 

2 e i o f a b xi*±< e>tb*^ofc 0 

ft^-mX' hftft-fZ Z.kfc& -3X-&fo$f<D£Afc$:rtj$1rZ> Z kftfrbthXy^ 
5o ZZ-X\ 1 2E 1 0-*iF v^ia^WcCHO»©ifi±I^^;U-5 
mftmLX, MP L(cMi-5T=i'-^ h«£»L/c c -t©|£H:£|2]5 9^ 
-t" 0 scl2El0 tptC^-f "4f* (scl2E10^ E 

D 5 0 ; 1 . 9 pM) (scl2E10^y -7 — , ED50 ;>10n 

M) ^tt^T, 5 0 0 0{£J^_t^T PO|7^^ h®#£^U ^©©tttt 
TPO (ED50 ; 27pM) i 5 t>§£j&»ofc 0 £?c, d b 1 2 E 1 0 © "fiflc 

(dbHElO^Vv- E D 5 0 ; 2 . 0 p M) lis c 1 2E 
»a^ra^O5ftV^tt«r^Lfc 0 y/i^iB#^fij&»fe=;ft#£^£;h,fcd b 1 2 
E 1 0 h y (ED 5 0;7. 4 pM) Ubl2El 0 3 flSflS 

V«fiE&^Lfc 0 £Lt©il&£fl»b* 7^bfefrl2E10©»!l IfiJK 
^^&^-fffB T*fc5nt^Jl5li:#x.e)tb5^, 12E10 Ig 
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01. t M gGl tfifotiK t HAP &?£$Li-% L 1 2 1 0 milk (hlAP 

/L l 2 l o) Kte^Lftv^t&^lT^n-f-^ m b y -^m^-tlil-e 

5 El 2. ^r>7MABL-l», k MAP^MtSLl 2 1 OlilJiS (h 
I AP/L 1 2 1 0) ^#^WtC^-r§^i:^^1-7P— M b]) -<D@ 

HI 3 . =3r^7MABL-2», U I APOTtSL 1 2.1 OlSJS (h 
IAP/L1210) ^#^W^^1-5-i:^^-r7P— *M M VV-(Dfa 
10 *^^-T[2]T'feS 0 

04. *^BJ^^)^^-*^F v ©^fe^Wt/Ttit'fcSo 

0 5. «TO-#$tF v£:3- KtSDNA^, 7d]§ 0^ Til 3 fc£> 

06. «PJ©-*iF v£ri- KtSDNA^, n^fLfijfe^J^HlT^ig,^* 

07. mMM5. 4-C#b^7t!7^^^>7 P P -7 hW^m^^-r0T*fc5 a ^ 
W«fc "9, r^i:^-* — (±3&»e> 9 7.4, 6 6, 45,31, 21.5, 14.5 
kDa^t), p CHO llACOS 7«^±?j^ pCHOM2^A»lS^ 
#±?f 0 p C HOM 2 ^Alfi)t*i*iuSllfilM A B L - 2 F. v 

20 tfWbMZ-^1ZfrlX^Z>^ t%7F-T 0 

08. hn-yui: U©p CHO l/COS 7 «^±?SO^^{i, = 
y I> Lt^pCOS 1/L121 OM^te^L-ftV^ t^f7n 

0 9 . MA BL2-scFv/COS7 $BM#±?ff<£#C&l^ p ^ h p -/U 
25 t LT©p CO S 1/L 1 2 1 0 M^li^ L&V^ i^f7n-f^ M 

h y -<D^^i-0-efc6 o 

0 10. ^yhn-y^LTOpCOSl/COS7 iS^Si«Ottfttt, h 

1 AP/L 12 1 0»fi|:^l^v^i:^t7P-t^ M hy^O^*?r 
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011. MA B L 2 - s c F v / C O S 7 MSf *±IS©Kfrlt hIAP/L 
12 10 MKm^\^^^ t *7r^7 u b / h V -O^Sr^-f 

5 012. MMffl 5 . 6 T'^1"C ompetitive ELIS AO^^^t 
mX*h<0s JfWRO— #f(Fv (MABL2-scFv) <D£iJI^7£t4£> ^ 
> h'p-^i LTOp CHO 1/COS 7ifi£BI&l#^±?f iittfeLT, .-r^^^E-y 
H d-«*MAB L- 2(7)^^(c:*ti-5Pfl§^^Ii: L--C^1-0-e£>3 o 

013. H«5. 7©7^ h-v'^^®^©^^^1-0-efc>9, ^Fd 
10 ^-jUt U©p CO S l/L 1 2 1 OiBtete, hP-/Ui: LTCDpCHO 

1/COS 7«^#±-?#^fiT^ h-^^^^L7t^V^^ <b^^i- D 

014. HWJ5. 7 (DT#b-^xmW^<D^&7r;-FmX*h<9, = V b a 
— /^i LTOp COS l/L 12 1 0 3BBJS&tCf"± % M A B L 2- s c F v/COS 

15 015. H«5. 7Cr>7^ h-v-^^^^CD^m^^-rS-efcD^ hlAP 
/L12 10»fit(i, nyFn-/l/i:L-COpCHOl/COS7»iSit«± 

016. HWJ5. 7<Z57# h -V* El "^fcflx hlAP 
/L 1 2 1 OM^atU MAB L 2 - s c F v/COS 7 Mi#*± ^ 

017. HM5. 7 697^ h-^^^2»^W^^^-r0-efoi9, CCRF 
-CEMMKlfi, n v>n-^i LT©p CHO l/COS 7 £fflj&*£^±fff £i 

018. H«!]5. 7^7^ h-^^^tD^^^-TllTfo^, CCRF 
25 -C EM»^*fU MAB L 2 - s c F v/CO S 7 M&%i^:±.^$Kfoftm^ 

^)^77Kh-^^^®1-§^i:^1- (*«j£5 0%) 0 

019. HMJ 5 . 9OCH0lttI4OMAB L- 2 ^ft:* 5(5(75-^ F v © 
^iigkl&^-C, Blue-sepharose 1d 7 Af# b tltcM^^^ Kp*^7'** 
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020. HM|5. 9 CD (2) -e#btlfciS#A, ®# B ^ O ^ T ^U$ti® ^ =fc 
5 B-C«|0]7 6 kDtf>fcffi[c£gfc 0 -^ (^ft^tbA I &1>*B I ) L/c: ^ 

02 1. mMM5. 9©CHO«ai4©MAB L- 2^[ft:S5|5tD-*^F v <D 

10 122. CHO»M^©MABL-2^S5|5©~^F v ©fflfjKfcfc^Tft 
bft/ciI#A I MB. I fc^/uifeiafclj; b^Hm^i-0T*^D , W^A 

ni^y-7-/5>b^i9, ®#b ni^v-^-^e)*5- <t£^-t-„ 

1212 3. ^P^©-*iFv^3-Kf5DNA^ ;«®<D@ftft tCT^^,$ 
15 024. Hl£#ij5. 1 20«I»MOMABL-2SMO-*|Fv 

02 5. HM5. 1 3©7^h-y«M©^^t@tfc.^ hIA 
20 P/L12 10ttiai:(l ^ hn-yut LTOv!)^ I g GtfifcltTtf h-is 
X&M&^fo^kZTjk-f (SM^3 /i g/m 1 ) 0 

02 6. |Sf|5. 1 3©T/K h-^^^^^^Sr^-tST'^t), hIA 
P/L 12 1 0»^*f L, CHOlfflJSItoMAB L 2 - s c F v^'-Y^^ 
Hl^T/tf 1— (S«g3 u g/ml), 
25 02 7. »#|5. 1 3©7*h-^lgM(5l£I^t@t'fc^ hIA 
P/L121 0«M2}U MIIIJlSi4©MABL 2-scF v^-f-v-^ 
mm^Ttf >^Sr^jSi-5ri:S:^-r (S«S3^g/ml) 0 
02 8. «$]5. 1 3©7^ H-v'^^j|3»©^m^^i"0T'fc'9, hIA 



WO 02/33073 



79 



PCT/JP01/09260 



P/L121 OflWlSteWu CHO|fflJjai4©MAB L 2 — s c F v^/^~<D7 
/ml). 

02 9. 1 3<D7tf Y-^^mU^CDffi^TF-tm^hX) , hIA 
P/L121 O^tefL :^fliMM3E£<£M A B L 2 - s c F v^t-©7 

/ml) D 

[213 0. ^»!l5. 1 3<DTtf h~^*mU$}^<D®s%*7jk-fmX*fo 9, hIA 
P/L 12 1 OMtefi, ny^pw^UO?^ I gGftftliKFLAG 

ml), 

031. H»J5. 1 3©T?K h-^M^m©^^^i-[l-efci9 , h I A 
P/L 12 1 0 »U&K:>tf U CHO»140MABL 2 - s g F v^J 

IS3n/ml) 0 

0 3 2. t h#MSf»I«KPMM2^^ffiLfc-r^^©jfil?#4 l <Dfc: MgGi 
Sr^-fiL-fct^T-fc^ -r^te&ttSt: h#Mffite i "9jg££tb5t: M g G 
^S5rSiJ^Lrc^^^-riUTfoi9, s cFv/CHO^v^KPMM2|| 

03 3. m$S&te&<D'?Vx<D&&B&£mLXtS*), s cFv/CHO^-7 

0 3 4. MABL-2»i5fe^2ocDH^V«Sl>*2o^L^V^^-irtP 

&^#C#: [ s c ( F v ) 2 ] £3S^1-'3 7° 7 * 5 K©-^J©*|ieSr^1-o 

0 3.5. [H$G - [LP] ££5 £ 5tev«&iifi!jU lo^f Kyy*- 

03 6. HL^-r7°©^y ^7°^ Kc^it&ctlK^:/^- KU ^#-^T$y^IS 

03 7. - [H$G i/jiSJ: 9teV«£ift^L, Ro-<^ KU 
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038. LH^T^/Kli^:/^ K©«itt5i:^^K!J >$-(DT*smm 

0 3 9. ^H0i|6. AKtetfZV yT J >-?(Dlfe§z*7F-fmX*h v ) . 

2 0©H|V L|V«^Cf«ft s c (F v) 2 Xtfffi*©g 

^<0^f- KU ^-^t5MABL-2Kfts c F v ;6>$§?1 LTV^ * ^ 

04Oa&l>*b. H»j6. 3 (1) tXilLfcCOS7»ii:i^^ 

^tt5MABL2-s c F vWs c (F v) 2 fi, t h I AP^^LTfliV«P 

^4 1. »J6. 6 ©7* h-v-^^ji^^^^Trr-t-lgl-Cfct), scFv 
<HL3, 4, 6, 7, LH3, 4, 6, 7>Ms c(Fv) 2 fth IAP/Ll 
2 10 flM&lcfcf LTill : ^«5E^^i--5 r i: £^-f- 0 

0 4 2 . lHJfeM 6 . 1 OcD^^M^^m^^-rUT^^, scFv<HL 
5>©^ v-Ms c (F v) 2 *St h IAP(^UM»tt5rt* 

-To 

043. HJfc#ij6. 1 1<D in vitro 7^ h-^^^^(7)^^^i-|§lT'fel9, 
MABL2-S cFv<HL5>^-7^(>'MABL2-s c ( F v) 2 (ih.I 
AP/L1 2 10, CCRF-CEM©M«(e:^LTzi^#^^m5E^f| 

04 4. t h#MM»^KPMM2^^Lfcv^^^joit§ t h#flffi^<£ 
^^^tl^lk^^^M^^/^®(7)*^SiJ^t7c^^^-t-|2lT»fcD, s cF 
v<HL-5>M*s c (F v) 2 ^KPMM2«(7)Ji5il^^^^?|< WJLT^ 

04 5. M»McQv>7^^^#Sic^LTfe^ N scFv<HL~5>ft 

H14 6. M^&©^!>*©£#Bifc£:^LTio9, s c (F v ) 2 &-^$Mc:|b^ 
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E48. MMM7. 5 (1) Tl#£>ftfc#l 2B 5'-#glF ^/Mii^i 
•9fSMtfc^^7F-ri2lT'fc 5 , scl2B5T*li2o©f-^ (iH#A, B) 

04 9. mMM7. 5 (2) tei^T, #m#A& e fct>*B£SD S-PAGE}: 

0 5 0. H»j7. 5 (2) [C^^X, »Afcj:t>'B^S u p e r d e x 2 

0 0*7A(a^|fLfci»U (a) ®#A-mjL/W1-±<D#^fi;$J4 4 
kD^ (b) M^BT'«(Wl2 2 kDCDfifitC^t°-^^(ij$^f c - ^^^-f o 

0 5 1. s c 1 2B 5M1 2B 5ta$ (IgG, Fab) ©TPQi7n'n7 

bfe&VMfcUgk*^ U 12B5 I g GStZ-fffi-^F v ( s c 1 2 B 5 ) It, 

0 5 2. s c 1 2 B 5^;-7^(/^-7-©TPOi7^7 hfgtt<2«ii£ 
|t:£;^U ~{ffi0^f(M^£|5f]i£jfo— #g(F v (s c 1 2 B5^-7-) 
{ffiOs cl 2B5i^4 0 0&U±fo^T=I~X hj£t4&^U ^©&£fifc 

h t p o t mm h L < i$^lnu±.xh z> r t ^i~ a 

0 5 3. s c 1 2 E 1 0-*f|#Lft£S uper. dex2 0 0HR* 7 

iosc3m 2o©k'-^ m&A, b) ^^/c^^-n 

05 4. #P>tbfcd b 1 2 E 1 0-*mfcfo£S u p e r d e x 2 0 0HR*7 
AfcEiPfc^aia* n-7 h^y^^-T-ftMUfc^m^TF^T'fei?, 1 2 E 
10 sc3TU 2oOtT-^ '(H^C, D) ^^tltz^^ir B 

05 5. W#A, B ( s c 1 2 E 1 0) jo J: XfWft C , D (d b 1 2E 1 0) £ 
3S5d, ^3S5c^#Tfc*3tt5 SDS-PAGE^Lfcfeft^t, 
05 6. K^A, B£, Supe rdex 2 0 0HR*7AS!W/l>5i^ 
o-7h^7 7^T*^Lfcg»f 0 (1) I^Atll JLj&>tt±©#*&4 
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2kDt (2) Ij#B-m N m 2 0 kDOitW^, 3£g t°^^ ^fcH £ tltc r £ 

057. W^C, D£\ S u p e r d e x 2 0 0 HR*7 A^l/^c^5ii^ 
B-rh^7 7>f-^1lfLfcg^t„ .(1) H^CT'fi, ^»t±©^-T-S6 
9kDtC (2) W#B-Cte, 1^4 1 kD^ffifi^ £gt°-^#^tH£fr/c^ £ 

HI 5 8. ^il 2 E 1 O^fOMPLW^T^ 

— *<KF v (s c 1 2 E 1 0, dbl2E10) -?fiT P Of©7 
X hfc&&7f;Ltz(DK1$L, 12E10 I g G*3j;tf 1 2 E 1 0 FabtM 

[1159. scl2El O^y-v-iocfcr/^V^-, SfetfKld b 1 2 E 10^7 

2 E 1 0^^?- d b 1 2 E 1 oy^^-*J«tOf h U v-CTPO|7^ 

/V-*^5JiL5 57^ Ffffl^tLTfc 9 , (whole Ig 

g) ttki&Lxi&ft^itomf&zthxv^fcbb. urn, mm^cD&ft&Ki&fox 

K^Hlfofc (whole IgG) £<9mM^^T=i'~X hJ&tt£#1-5afe£ 
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5 2 o^±^tp5fc^fl£ 0 

/^^©HiVf^?: 2o^±&t/L#mjliS&£ 2o^±^tfefe^^o 

3. HmvmmRVLmvm^}) y*-%frLxm$i£tLx^z>, tmmi 

io 4. y isx^tiK 4>fc< t if@^±^r^ y sfe^&jfes^^ Ky 

5. 1 O^HiV 1 OO LiV W^-*iF v(D 

6. 5fc^7L#^ — #§lF vCDx h7"7^ V V^ — ^fz^y^^r—^bM^ 
15 $^5!f*^5^fB|fe^^» 0 

20 9. &&m$l)k 2oJ^_h(7)H^V^Jg^t>*2o^±©L^V^^tp-^: 
10. 5ic^^^ N 2 0(75H^VM«t>*2 0(^L^V«^-atf-3|s:^y ^ 

25 1~1 0(7DV^^>l^^fBi6©^^ o 

12. &£ffiftaMtS!l$;hfcfc©T&5, ft*3fl~l lOV^tb^l^I^lBfe 

13. H^V«St>V^fiL^V«^\ t hftte©H$ftV^i&Rtf/XteL 
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i4. Hmvfai&&v/xiti.mvmmK t vmikistitcumvmt&Rv/x 
itLmvmi&x'hzm^m i ~ 1 3 wrtifr i m^mm^mm^ 

15 . tijIS^MS^XfiW^l^^^ */^:/§:#ft, 1M h#-T 
5 ft, f-P^^^r^—ifS^ftX^rtS^ft-e&S, fS*3Sl~l 4©V^i*^ 

16. M^®^Xfi«^^^\ x^n^xfy (EPO) S^ft> h 

p^^ol^ (TPO) S^ft. itinD--$lJtHf (G-CSF) 

ft, 7^o77^3n^|i|f (M-CSF) S^ft, I»v^7 7 

10 -v^d^-$iJM^ (GM-CSF) SWft, K«5ES-? (TNF) g^ft, 
-Y^-n^^-l (IL-1) m (IL-2) 
S^ft, ^ — n^^y- 3 (IL-3) g^ft, (I 
L-4) S^ft, -f^-P-f 3f^- 5 (IL-5) ^ft, ^^-p-Y^ 
-6 (IL-6) g^ft, ^y^-n^#y-7 (IL-7) g£ft x 

15 (I L — 9 ) g^ft, ^y^-D-T^^-l 0 (I L-l 0) %M 

^ (IL-11) g:^ft, — d'^V- l 2 

(IL-1 2) S^ft, (IL-1 3) g^ft, 

-P^df^- 15 ( I L - 1 5) g^ft, -T>-^-7^P^-a ( I FN-a) §: 
•gft, ^y^-7xny-6 (IFN-6) g:^ft\ J yf^-y^n y- Y (IFN 

20 - Y ) g:^ft. $L&*;u^y (GH) g:^ft\ V ^g^ft, MMMm 

ST- (SCF) g^ft, ifet^JiOTT- (VEGF) g<gft, ±MMM 
* (EGF) S^ft, ^MftH^ (NGF) S^ft, if&WMMS^ (F 
GF) §:Sft, tin.'hfc&&mMm z F (PDGF) g^ft, h?^*?*-^^ 
8 (TGF-8) S^ft, e«^PflhHI-7- (L I F) g^ft. 

25 ft#fe£#H^ (CNTF)'g^ J^a^^M (OSM) S£ft, No 
tch7 7 ^-» % E 2 F, E2F/DPaiiTAKl/TABlT'fe5 

titjfcjg i ~ 1 5 ©^-r i m^mm<D&&mK 

i.7. 7=t-xbfpmt>K T#b-i/xmm. msmjmm. mm^mm. sua 
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18. ft^C^MV ^-^^ (mono-specific) tD&^{£T'&5IfM^ 1 ~ 1 
7 m^-ftifr 1 3S^IS^O«» 0 
5 19. (multi-specific) ©3fegE^T'fcSW*3® 1 ~ 

1 7©V^^l^lB*©afe^^o 

2 0. &^fct#:;6\ Zlfi^Mtt (bi-specific) Sffrjfcll 9[Cfa 

2 1. LiViiSO'HiVlJl^, m-<D*r/?v-1sl>tfLfc&#:X-hZ> s ft 
10 jftJl 2 0 \Z'$5M<D$&&Qfc 0 

2 2. &fttt£jfctfcLT^£A±©7=f=* H^ffl (ED50lfi) &?jct\ 1 
~ 2 1 <7^-f *L#> 1 mz%5M<DiS@&Lfco 

2 3. H»iJt^L-C2^±©7rf = ^ h^ffl (ED50ffi) £^1", §»*3S 2 
2^1BiJ(75^^ 0 

15 2 4. M^iritS^LT 10^^±C7)T=f^^ h^ffi (ED50<t) lf*^ 
2 3 fcfB«©Bfe£$L#o 

2 5. ^flc^STrf=^ h#ffl^S«i|:t$4V\ fjf*Jfl~2 1 W-ffrfr 
11i-fE«©^^ 0 

2 6. M^ffi^T-tfcfiW^^t-^i-^^cDiJ #y K^Jt^LTl^l^ 
20 ^±C9T^"-^hf^ (ED50fiI) ^Jjk-r, * 7 * P — ^/MjC#:<DH$l( Vlg*fc£ 2 

2 7. »^®^T-^fcfiiB^rt^ (C^-TS^coy K£JtiRLT2te 
#±©7=*=* hflMB (ED50ffi) ^Tjrf, f»*3S2 6\Ctm<Dfc&fy) 0 
2 8. M^ffi^^rtfi^^^^^i-S^toy K t ftfflt LX 1 0 
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<160> 113 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 
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<210> 2 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 



<210> 5 
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<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-MlL. 1-57; signal peptide, 58-394;mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cot gcg 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 

1 5 10 15 

tec age agt gat gtt gtg atg acc caa act cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gec tec ate tct tgc aga tct agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag cca 192 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 

85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 
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100 105 110 

tct caa agt aca cat gtt ccg tac acg tec gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu lie Lys 
130 



<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (408) 

<223> pGEM-MlH. l-57;signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 
Met Glu Trp Ser Trp lie Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

1 5 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 . 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 
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50 

gag tgg att gga tat att 
Glu Trp He Gly Tyr He 
65 70 
gag aag ttc aag ggc aag 
Glu Lys Phe Lys Gly Lys 
85 

gca gcc tac atg gag etc 
Ala Ala Tyr Met Glu Leu 
100 

tac tac tgt gca aga ggg 
Tyr Tyr Cys Ala Arg Gly 
115 

ggc acc act etc aca gtc 
Gly Thr Thr Leu Thr Val 
130 



5/75 

55 60 
tat cct tac aat gat ggt 
Tyr Pro Tyr Asn Asp Gly 
75 

gcc aca ctg act tea gag 
Ala Thr Leu Thr Ser Glu 
90 

age age ctg gcc tct gag 
Ser Ser Leu Ala Ser Glu 
105 

ggt tac tat agt tac gac 
Gly Tyr Tyr Ser Tyr Asp 

120 
tec tea g 
Ser Ser 
135 



act aag tac aat 240 
Thr Lys Tyr Asn 
80 

aaa tec tec age 288 
Lys Ser Ser Ser 
95 

gac tct gcg gtc 336 
Asp Ser Ala Val 
110 

gac tgg ggc caa 384 
Asp Trp Gly Gin 
125 

409 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394 ; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Gly 
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15 10 15 

tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gec tec ate tct tgc aga tea agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 
35 40 45 - 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag cca 192 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

85 90 95 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu lie Lys 
130 



<210> 8 
<211> 409 



WO 02/33073 PCT/JPO 1/09260 

7/75 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (408) 

<223> pGEM-M2H.. 1-57; signal peptide, 58-409; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 
Met Glu Trp Ser Trp lie Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

1 5 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gec tac atg gac etc age age ctg gee tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 
100 105 110 
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tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr'Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 

Gly Thr Thr Leu Thr Val Ser Ser 
130 135 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 



<210> 11 
<211> 34 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210> 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 

<211> 27 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 20 
<211> 828 
<212> DNA 
<213> Mus 
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<220> 

<221> CDS 

<222> (1). . . (822) 

<223> pscMl. MABLl-scFv 

<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga cct gac 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Asp 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tac aat gag aag ttc aag ggc aag gee aca ctg act tea gag aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys 

85 90 95 

tec tec age gca gee tac atg gag etc age age ctg gee tct gag gae 336 
Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 HO 

tct gcg gtc tac tac tgt gca aga ggg ggt tac tat agt tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp 
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115 120 125 

tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 ' HO 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

act cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 528 
Thr Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tct agt cag age ctt eta cac agt aaa gga aac acc tat tta 576 
Cys Arg Ser Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu 

180 185 190 

caa tgg tac eta cag aag cca ggc cag tct cca aag etc ctg ate tac 624 
Gin Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Gly Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816 
Ser Gly Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp 
260 265 270 
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gat aaa taatga 828 
Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agctgcagca g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (813) 
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<223> pCHOMl. MABLl-scFv 
<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 

Met Gly Trp Ser Cys lie He Leu Phe Leu Val Ala Thr Ala Thr Gly 

1 5 10 15 

gtc gao tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 

Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144. 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 

Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag ggc aag gec aca ctg act tea gag aaa tec tec age 288 

Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser . 

85 90 95 

gca gee tac atg gag etc age age ctg gee tct gag gac tct gcg gtc 336 

Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 

Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
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130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa act cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu. 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 576 
Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

180 185 190 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea ggg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly 

210 215 220 

aca gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga gl9 



<210> 24 
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<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

1 5 10 15 

gec caa cca gec atg gcg cag gtc cag ctg cag cag tct gga cct gaa 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Glu 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tat aat gag aag ttc aag gac aag gec act ctg act tea gac aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

85 90 95 

tec tec acc aca gee tac atg gac etc age age ctg gec tct gag gac 336 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp 
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100 105 110 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly.Tyr Tyr Thr Tyr Asp Asp 

115 120 125 

tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

agt cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 528 
Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat tta 576 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

180 185 190 

cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac 624 
His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 
Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 
245 250 255 
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ttc gga ggg ggg acc aag ctg gaa 
Phe Gly Gly Gly Thr Lys Leu Glu 
260 

gat aaa taatga 
Asp Lys 



19/75 

ata aaa gac tac aaa gac gat gac 816 
lie Lys Asp Tyr Lys Asp Asp Asp 
265 270 

828 



<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 

1 5 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 



WO 02/33073 PCT/JP01/09260 

20/75 

Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga.ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 
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210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 

<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (450) 

<223> pCHO-shlAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc gga 48 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys Gly 

15 10 15 

tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc acg ttt 96 
Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe Thr Phe 

20 25 30 

tgt aat gac act gtc gtc att cca tgc ttt gtt act aat atg gag gca 144 
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Cys Asn Asp Thr Val Val lie Pro Cys Phe Val Thr Asn Met Glu Ala 

35 40 45 

caa aac act act gaa gta tac gta aag tgg aaa ttt aaa gga aga gat 192 
Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe Lys Gly Arg Asp 

50 55 60 

att tac acc ttt gat gga get eta aac aag tec act gtc ccc act gac 240 
He Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser Thr Val Pro Thr Asp 
65 70 75 80 

ttt agt agt gca aaa att gaa gtc tea caa tta eta aaa gga gat gec 288 
Phe Ser Ser Ala Lys He Glu Val Ser Gin Leu Leu Lys Gly Asp Ala 

85 90 95 

tct ttg aag atg gat aag agt gat get gtc tea cac aca gga aac tac 336 
Ser Leu Lys Met Asp Lys Ser Asp Ala Val Ser His Thr Gly Asn Tyr 

100 105 110 

act tgt gaa gta aca gaa tta acc aga gaa ggt gaa acg ate ate gag 384 
Thr Cys Glu Val Thr Glu Leu Thr Arg Glu Gly Glu Thr He He Glu 

115 120 125 

eta aaa tat cgt gtt gtt tea tgg ttt tct cca aat gaa aat gac tac 432 
Leu Lys Tyr Arg Val Val Ser Trp Phe Ser Pro Asn Glu Asn Asp Tyr 

130 135 140 

aag gac gac gat gac aag tgatag 456 
Lys Asp Asp Asp Asp Lys 
145 150 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 

<210> 28 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)...(735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct ggg 48 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

1 5 10 15 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac 96 
Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn 
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20 25 30 

cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg 144 

His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp 

35 40 45 

att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192 

He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys 

50 55 60 

ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc aca gec 240 

Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 

65 70 75 80 

tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc tat tac 288 

Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr 

85 90 95 

tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc 336 

Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr 

100 105 110 

act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg 384 

Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

115 120 125 

ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 432 

Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

130 135 140 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag 480 

Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin 

145 150 155 160 

age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528 

Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin 

165 170 175 
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aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 576 
Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

180 185 190 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat 624 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp 

195 200 205 

ttc aca etc atg ate age aga gtg gag get gag gat ctg gga gtt tat 672 
Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr 

210 215 220 

ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 
225 230 235 240 

aag ctg gaa ata aaa taatga 741 
Lys Leu Glu He Lys 
245 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 



<210> 31 
<2U> 72 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 

<211> 1605 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (1599) 

<223> pCHOM2(Fv)2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys lie He Leu Phe Leu Val Ala Thr Ala Thr Gly 

1 5 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 
50 55 60 
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gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp He Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys.Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc eca gac agg ttc agt ggc agt gga tea gtg 672 
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Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt ggt ggt 816 
Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly Gly Gly 

260 265 270 

teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg cag cag tct 864 
Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu Gin Gin Ser 

275 280 285 

gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 912 
Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

290 295 300 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 960 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val lie His Trp Val Lys Gin 
305 310 315 320 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat 1008 
Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn 

325 330 335 

gat ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 1056 
Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

340 345 350 

tea gac aaa tec tec acc aca gec tac atg gac etc age age ctg gec 1104 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala 
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355 360 365 

tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act 1152 
Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr 

370 375 380 

tac gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 1200 
Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 
385 390 395 400 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg 1248 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val 

405 410 415 

atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat caa gee 1296 
Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala 

420 . 425 430 

tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga aag 1344 
Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys 

435 440 445 

acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 1392 
Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

450 455 460 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc 1440 
Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 
465 470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 1488 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met lie Ser Arg Val 

485 490 495 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt 1536 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val 
500 505 510 
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ccg tac acg ttc gga ggg ggg acc 
Pro Tyr Thr Phe Gly Gly Gly Thr 
515 

gac gat gac gat aaa taatga 
Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 



30/75 

aag ctg gaa ata aaa gac tac aaa 1584 
Lys Leu Glu He Lys Asp Tyr Lys 
520 525 

1605 



<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 



<210> 
<211> 
<212> 



35 
40 
DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 

<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 

<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 

<210> 45 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 



<210> 47 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 
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ggccgcatgt tgtcacgaat 20 

<210> 48 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys lie He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac ace ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gec act ctg act tea gac aaa tec tec acc aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 
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90 95 100 

age age ctg gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 

105 110 115 

tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 
155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET lie Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 
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aaa taa tga gga tec 780 
Lys 

<210> 49 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggecaggt ecaattgeag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 

<211> 51 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 51 
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caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 

<210> 52 
<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 



<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 



<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
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<400> 54 

atg'aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp lie Pro Gly Ser 

5 10 15 

age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET lie Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 
140 145 150 
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aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 

155 160 165 . 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gec tac atg gac etc age age ctg gee tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 . 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (351) 



WO 02/33073 



41/75 



PCT/JP01/09260 



<223> 12B5HV. 1-351 peptide 
<400> 55 

cag gtg cag ctg.gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 48 
Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 

1 5 10 15 

tec ctg agt etc tec tgt gca gtc tct gga ate acc etc agg ace tac 96 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr 

20 25 30 

ggc atg cac tgg gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg 144 
Gly Met His Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 

35 40 45 

gca ggt ata tec ttt gac gga aga agt gaa tac tat gca gac tec gtg 192 
Ala Gly lie Ser Phe Asp Gly Arg Ser Glu Tyr Tyr Ala Asp Ser Val 

50 55 60 

cag ggc cga ttc acc ate tec aga gac agt tec aag aac acc ctg tat 240 
Gin Gly Arg Phe Thr lie Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg 336 
Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr Met 

100 105 110 

gtc acc gtc teg agt 351 
Val Thr Val Ser Ser 
115 



<210> 56 



WO 02/33073 
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<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

5 10 15 

gtc cag tgt 57 
Val Gin Cys 



<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 

aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 108 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc, tctcaggctg ttcatttg 108 



<210> 61 
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<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 



<210> 63 
<211> 588 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (236). . . (558) 

<223> 1-235; iritron, 236-558; Human IgG constant region (partial) 
<400> 63 

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggcctga ccttggcttt 60 
ggggcaggga gggggctaag gtgaggcagg tggcgccagc caggtgcaca cccaatgccc 120 



WO 02/33073 

45/75 

atgagcccag acactggacg ctgaacctcg cggacagtta 
ccctgggccc agctctgtcc cacaccgcgg tcacatggca 

tec acc aag ggc cca teg gtc ttc ccc ctg gca 

Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala 

5 10 

acc tct ggg ggc aca gcg gec ctg ggc tgc ctg 

Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu 

20 25 

ccc gaa ccg gtg acg gtg teg tgg aac tea ggc 

Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly 

35 40 

gtg cac acc ttc ccg get gtc eta cag tec tea 

Val His Thr Phe Pro Ala Val Leu Gin Ser Ser 

50 55 60 

age age gtg gtg acc gtg ccc tec age age ttg 

Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu 

70 75 

ate tgc aac gtg aat cac aag ccc age aac acc 

lie Cys Asn Val Asn His Lys Pro Ser Asn Thr 

85 90 

gtt gag ccc aaa tct tgt gac aaa act cac aca 

Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr 

100 105 



PCT/JP01/09260 

agaacccagg ggcctctgcg 180 
caacctctct tgea gec 237 
Ala 
1 

ccc tec tec aag age 285 
Pro Ser Ser Lys Ser 
15 

gtc aag gac tac ttc 333 
Val Lys Asp Tyr Phe 
30 

gee ctg acc age ggc 381 
Ala Leu Thr Ser Gly 
45 

gga etc tac tec etc 429 
Gly Leu Tyr Ser Leu 
65 

ggc acc cag acc tac 477 
Gly Thr Gin Thr Tyr 
80 

aag gtg gac aag aaa 525 
Lys Val Asp Lys Lys 
95 

558 



<210> 64 
<2U> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-S, PCR primer 
<400> 64 

tgagaattcg tgagtggatc ccaagct 27 

<210> 65 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-A, PCR primer 
<400> 65 

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggctcaactt tcttgtccac 60 

<210> 66 
<211> 432 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (12). . . (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 66 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 



WO 02/33073 PCT/JP01/09260 
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tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 

Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 

Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 

30 35 40 45 

ate acc etc agg ace tac ggc atg cac tgg gtc cgc cag get cca ggc 194 

lie Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 

Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 

Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr lie Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gee gag gac 338 

Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate . 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 

110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggtgagtgga tec 432 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 
130 135 



<210> 67 
<211> 321 
<212> DNA 
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<213> Human 

<220> 

<221> CDS 

<222> (1). . . (321) 

<223> 12B5LV. 1-321 peptide 

<400> 67 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga 48 
Asp He Gin Met Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser lie Gly 

15 10 15 

gac aga gtc acc ate acc tgc egg gec age gag ggt att tat cac tgg 96 
Asp Arg Val Thr lie Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp 

20 25 30 

ttg gec tgg tat cag cag aag cca ggg aaa gec cct aaa etc ctg ate 144 
Leu Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu lie 

35 40 45 

tat aag gec tct agt tta gec agt ggg gec cca tea agg ttc age ggc 192 
Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly 

50 55 60 

agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 
65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc 288 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu 

85 90 95 

act ttc ggc gga ggg acc aag ctg gag ate aaa . 321 
Thr Phe Gly Gly Gly Thr Lys Leu Glu lie Lys 
100 105 
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<210> 68 

<211> 66 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (66) 

<223> reader sequence 

<400> 68 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg 48 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp 

5 10 15 

etc cca ggt gcc aaa tgt 66 
Leu Pro Gly Ala Lys Cys 
20 



<210> 69 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 69 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgeatctat 110 

<210> 70 
<211> 1L0 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
<400> 70 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 71 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 71 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 

<210> 72 
<211> 103 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 72 

tttgatctcc agcttggtcc ctccgccgaa agtgagcgga taattactat attgttggca 
gtaataagtt gcaaaatcat caggctgcag gctgctgatg gtg 
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<210> 73 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-S, PCR primer 
<400> 73 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 74 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 74 

tctaggatcc actcacgttt gatctccagc ttggt 35 

<210> 75 

<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12). . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 75 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg 50 



WO 02/33073 PCT/JP01/09260 
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Met Asp Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu 
1 5 10 

ctg etc tgg etc cca ggt gec aaa tgt gac ate cag atg acc cag tct 98 
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp lie Gin Met Thr Gin Ser 

15 20 25 

cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc tgc 14.6 
Pro Ser Thr Leu Ser Ala Ser lie. Gly Asp Arg Val Thr lie Thr Cys 
30 35 40 45 

egg gec age gag ggt att tat cac tgg ttg gec tgg tat cag cag aag 194 
Arg Ala Ser Glu Gly He Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys 

50 55 60 

cca ggg aaa gee cct aaa etc ctg ate tat aag gec tct agt tta gec 242 
Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala 

65 70 75 

agt ggg gee cca tea agg ttc age ggc agt gga tct ggg aca gat ttc 290 
Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe 

80 85 90 

act etc acc ate age age ctg cag cct gat gat ttt gca act tat tac 338 
Thr Leu Thr lie Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr 

95 100 105 

tgc caa caa tat agt aat tat ccg etc act ttc ggc gga ggg acc aag 386 
Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys 
110 115 120 125 

ctg gag ate aaa cgtgagtgga tcctaga 415 
Leu Glu lie Lys 



<2L0> 76 
<211> 24 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> FLAG tag sequence 
<400> 76 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 
5 

<210> 77 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5-S, PCR primer 
<400> 77 

atagaattcc accatggagt ttgggctgag c 31 

<210> 78 

<211> 24 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVHJ3, PCR primer 

<400> 78 

tgaagagacg gtgaccattg tccc 24 



<210> 79 



WO 02/33073 
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<2U> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuJH3, PCR primer 
<400> 79 

ggacaatggt caccgtctct tcaggtgg 28 

<210> 80 
<2H> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuVKl, PCR primer 
<400> 80 

ggagactggg tcatctggat gtccgatccg cc 32 

<210> 81 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVKl. 2, PCR primer 
<400> 81 

gacatccaga tgacccagtc tec 23 

<210> 82 
<211> 59 



WO 02/33073 PCT/JP01/09260 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5F-A, PCR primer 
<400> 82 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctttgatctc cagcttggt 59 

<210> 83 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 83 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 84 

<211> 823 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (809) 

<223> scl2B5, Single chain Fv 

<400> 84 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
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Met Glu Phe Gly. Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 
Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate acc etc agg ace tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggt ggt ggt ggt teg 434 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gac ate cag atg ace cag 482 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp He Gin Met Thr Gin 
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145 150 155 

tct cct tec acc ctg tct gca tct att gga gac aga gtc ace ate ace 530 

Ser Pro Ser Thr Leu Ser Ala Ser lie Gly Asp Arg Val Thr lie Thr. 

160 165 170 

tgc egg gee age gag ggt att tat cac tgg ttg gee tgg tat cag cag 578 

Cys Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin 

175 180 185 

aag cca ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt tta 626 

Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu 

190 195 200 205 

gec agt ggg gec cca tea agg ttc age ggc agt gga tct ggg aca gat 674 

Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp 

210 215 220 

ttc act etc acc ate age age ctg cag cct gat gat ttt gca act tat 722 

Phe Thr Leu Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr 

225 230 235 

TAC TGC CAA CAA TAT AGT AAT TAT CCG CTC ACT TTC GGC GGA GGG ACC 770 

Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr 

240 245 250 

aag ctg gag ate aaa gac tac aag gat gac gac gat aag tgataagegg c 820 

Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 ' 265 
cgc 823 

<210> 85 

<2H> 114 

<212> PRT 

<213> Human 
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<400> 85 

Gin Val Gin Leu Gin Gin Ser Gly Pro Gly Leu Val Lys Pro Ser Glu 

1 5 10 15 

Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser lie Ser Ser Tyr 

20 25 30 

Tyr Trp Ser Trp He Arg Gin Pro Pro Gly Lys Gly Leu Glu Trp He 

35 40 45 

Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys 

50 55 60 

Ser Arg Val Thr He Ser Val Asp Thr Ser Lys Ser Gin Phe Ser Leu 
65 70 75 80 

Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys Ala 

85 90 95 

Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met Val Thr Val 
100 105 110 

Ser Ser 



<210> 86 
<211> 342 
<212> DNA 
<213> Human 



<400> 86 

caggtgcagc tgcagcagtc gggcccagga 
acctgcactg tctctggtga ctccatcagt 
ccagggaagg gactggagtg gattgggtat 
ccctccctca agagtcgagt caccatatca 



ctggtgaagc cttcggagac cctgtccctc 60 

agttactact ggagctggat tcggcagccc 120 

atctattaca gtgggagcac caactacaac 180 

gtagacacgt ccaagagcca gttctccctg 240 
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aagctgagct ctgtgaccgc cgcagacacg gccgtgtatt actgtgcgag agggcggtac 300 
ttcgatgtct ggggccgtgg caccatggtc actgtctcct ca 342 

<210> 87 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (I).... (57) 

<223> reader sequence 

<308> GenBank No. AF062252 

<400> 87 

atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get ccc aga tgg 48 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp 

1 5 10 15 

gtc ctg tec 57 
Val Leu Ser 



<210> 88 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH1 
<400> 88 

atgaaacatc tgtggttctt ccttctcctg gtggcagctc ccagatgggt cctgtcccag 60 
gtgcagctgc ageagteggg cccaggactg gtgaagcett cggagaccct 1L0 



WO 02/33073 
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<210> 89 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH2 
<400>. 89 

acccaatcca ctccagtccc ttccctgggg gctgccgaat ccagctccag tagtaactac 60 
tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaaggc 110 

<210> 90 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH3 
<400> 90 

tggagtggat tgggtatatc tattacagtg ggagcaccaa ctacaacccc tccctcaaga 60 
gtcgagtcac catatcagta gacacgtcca agagccagtt ctccctgaag HO 

<210> 91 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH4 
<400> 91 
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tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgcc ctctcgcaca 60 

gtaatacacg gccgtgtctg cggcggtcac agagctcagc ttcagggaga actg I 14 

<210> 92 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHS, PCR primer 
<400> 92 

ttcaagcttc caccatgaaa catctgtggt tc 32 

<210> 93 

<211> 34 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHA, PCR primer 

<400> 93 

ttgggatcca ctcacctgag gagacagtga ccat 34 

<210> 94 

<211> 426 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (12)... (417) 
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<223> 12E10H, H chain V region 
<400> 94 

aagcttccac c atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 50 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
■ 1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 98 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 146 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 194 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp lie Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 242 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 290 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gec gca gac acg 338 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gec gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 386 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
HO 115 120 125 

ggc acc atg gtc act gtc tec tea ggtgagtgga tcccaa 426 
Gly Thr Met Val Thr Val Ser Ser 
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130 



<210> 95 
<211> 110 
<212> PRT 
<213> Mus 



<400> 95 

Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin 

1 5 10 15 

Ser He Thr lie Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr 

20 25 30 

Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu 

35 40 45 

Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe 

50 55 60 

Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu 
65 70 75 80 

Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg 

85 90 95 

Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu 
100 105 110 

<210> 96 
<211> 330 
<212> DNA 
<213> Mus 
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<400> 96 










tcctatgtgc 


tgactcagcc 


accctcggtg tcagggtctc 


ctggacagtc gatcaccatc 


60 


tcctgcactg 


gaaccagcag 


tgacgttggt ggttataact 


atgtctcctg gtaccaacag 


120 


cacccaggca 


aagcccccaa 


actcatgatt tatgagggca 


gtaaacggcc ctcaggggtt 


180 


tctaatcgct 


tctctggctc 


caagtctggc aacacggcct 


ccctgaccat ctctgggctc 


240 


caggctgagg 


acgaggctga 


ttattactgc agctcatata 


caaccagaag cactcgggtg 


300 


ttcggcggag 


ggaccaagct 


gaccgtccta 




330 



<210> 97 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<310> 

<400> 97 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tct gtg acc 57 
Ser Val Thr 

<210> 98 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12E10VL1, PCR primer 
<400> 98 

atggcctgga ccgttctcct cctcggcctc ctctctcact gcacaggctc tgtgacctcc 60 
tatgtgctga ctcagccacc ctcggtgtca gggtctcctg gacagtcgat 110 

<210> 99 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL2, PCR primer 
<400> 99 

tcatgagttt gggggctttg cctgggtgct gttggtacca ggagacatag ttataaccac 60 
caacgtcact gctggttcca gtgcaggaga tggtgatcga ctgtccagga 110 

<210> 100 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL3, PCR primer 
<400> 100 

cccccaaact catgatttat gagggcagta aacggccctc aggggtttct aatcgcttct 60 
ctggctccaa gtctggcaac acggcctccc tgaccatctc tgggctccag 110 



<210> 101 
<211> 102 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL4, PCR primer . 
<400> 101 

taggacggtc agcttggtcc ctccgccgaa cacccgagtg cttctggttg tatatgagct 60 
gcagtaataa tcagcctcgt cctcagcctg gagcccagag at 102 

<210> 102 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLS, PCR primer 
<400> 102 

atcaagcttc caccatggcc tggaccgttc t 31 

<210> 103 
<211> 36 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLA, PCR primer 
<400> 103 

ctaggatccg ggctgaccta ggacggtcag cttggt 36 

<210> 104 
<211> 387 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (387) 

<223> 12E10L, L chain V region 

<310> 

<400> 104 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

1 5 10 15 

tct gtg acc tec tat gtg. ctg act cag cca ccc teg gtg tea ggg tct 96 
Ser Val Thr Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser 

20 25 30 

cct gga cag teg ate acc ate tec tgc act gga acc age agt gac gtt 144 
Pro Gly Gin Ser lie Thr lie Ser Cys Thr Gly Thr Ser Ser Asp Val 

35 40 45 

ggt ggt tat aac tat gtc tec tgg tac caa cag cac cca ggc aaa gcc 192 
Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala 

50 55 60 

ccc aaa etc atg att tat gag ggc agt aaa egg ccc tea ggg gtt tct 240 
Pro Lys Leu Met lie Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser 
65 70 75 80 

aat cgc ttc tct ggc tec aag tct ggc aac acg gcc tec ctg acc ate 288 
Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He 

85 90 95 

tct ggg etc cag get gag gac gag get gat tat tac tgc age tea tat 336 
Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr 
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100 105 110 

Aca acc aga age act egg gtg ttc ggc gga ggg ace aag ctg acc gtc 384 
Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val 

115 120 125 

eta 387 
Leu 

<210> 105 
<211> 24 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (l). . . (24) 

<223> FLAG, reader sequence 

<400> 105 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 



<210> 106 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10S, PCR primer 
<400> 106 

tatgaattcc accatgaaac atctgtggtt 30 
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<210> 107 
<211> 38 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DB2, PCR primer 
<400> 107 

taggagctac cgcctccacc tgaggagaca gtgaccat 38 

<210> 108 

<211> 44 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DB1, PCR primer 

<400> 108 

gtctcctcag gtggaggcgg tagctcctat gtgctgactc agcc 44 

<210> 109 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10FA, PCR primer 
<400> 109 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctaggacggt cagcttggt 59 



<210> 110 
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<211> 792 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (11) (778) 

<223> 12E10, Single chain Fv 
<400> 110 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 .55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 
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95 100 105 

gcc gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 

Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 

110 115 120 125 

ggc acc atg gtc act gtc tec tea ggt gga ggc ggt age tec tat gtg 433 

Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyr Val 

130 135 140 

ctg act cag cca ccc teg gtg tea ggg tct cct gga cag teg ate acc 481 

Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin Ser lie Thr 

145 150 155 

ate tec tgc act gga acc age agt gac gtt ggt ggt tat aac tat gtc 529 

lie Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val 

160 165 170 

tec tgg tac caa cag cac cca ggc aaa gcc ccc aaa etc atg att tat 577 

Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu Met lie Tyr 

175 180 185 

gag ggc agt aaa egg ccc tea ggg gtt tct aat cgc ttc tct ggc tec 625 

Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Ser 

190 195 200 205 

aag tct ggc aac acg gcc tec ctg acc ate tct ggg etc cag get gag 673 

Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu Gin Ala Glu 

210 215 220 

gac gag get gat tat tac tgc age tea tat aca acc aga age act egg 721 

Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg 

225 230 235 

gtg ttc ggc gga ggg acc aag ctg acc gtc eta gac tac aag gat gac 769 

Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp 

240 245 250 
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gac gat aag tgataagcgg ccgc 
Asp Asp Lys 
255 

<210> 111 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> sc4. 3, PCR primer 
<400> 111 

ggtggctgag tcagcacata ggacgatccg 
cc 

<210> 112 
<211> 61 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> scl. 3, PCR primer 
<400> 112 

gcaccatggt cactgtctcc tcaggtggtg 
g 



72/75 

792 



ccaccacccg aaccaccacc acccgaacca 60 

62 



gtggttcggg tggtggtggt tcgggtggtg 60 

61 



<210> 113 
<211> 822 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<221> CDS 

<222> (11)... (807) 

<223> sc12E10, Single chain Fv 

<400> 113 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gec gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
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110 115 120 125 

ggc acc atg gtc act gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 433 

Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg tec tat gtg ctg act cag cca ccc teg 481 
Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gin Pro Pro Ser 

145 150 155 

gtg tea ggg tct cct gga cag teg ate acc ate tec tgc act gga acc 529 
Val Ser Gly Ser Pro Gly Gin Ser lie Thr He Ser Cys Thr Gly Thr 

160 165 170 

age agt gac gtt ggt ggt tat aac tat gtc tec tgg tac caa cag cac 577 
Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His 

175 180 185 . 

cca ggc aaa gee ccc aaa etc atg att tat gag ggc agt aaa egg ccc 625 
Pro Gly Lys Ala Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro 
190 195 200 205 

tea ggg gtt tct aat cgc ttc tct ggc tec aag tct ggc aac acg gec 673 
Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala 

210 215 220 

tec ctg acc ate tct ggg etc cag get gag gac gag get gat tat tac 721 
Ser Leu Thr He Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr 

225 230 235 

tgc age tea tat aca acc aga age act egg gtg ttc ggc gga ggg acc 769 
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr 

240 245 250 

aag ctg acc gtc eta gac tac aag gat gac gac gat aag tgataagegg 818 
Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp Asp Asp Lys 
255 260 265 
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